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LETTER OF TRANSMITTAL. 


U. S. DEPARTMENT @F AGRICULTURE, 
Bureau or Antmau Industry, 
Washington, D. C., March 20, 1911. 

Sir: I have the honor to transmit for publication the accompanying 
manuscript on the subject of anthrax, by Dr. Charles F. Dawson, of 
the Delaware College Agricultural Experiment Station, the experi- 
mental work having been carried out in cooperation with the Patho- 
logical Division of ie bureau. 

Anthrax is one of the oldest and most widely discaibuted diseases of 
animals, and is particularly destructive to cattle and sheep. The 
ens method of combating the infection is to endeavor to control 
it by means of a vaccine devised by Pasteur. ‘Two injections are, 
however, necessary by this method, and an active immunity is not 
established for about four weeks. 

Two important results have been accomplished through the work 
described in this paper. A single vaccine has been produced which 
may be substituted for the above-mentioned double vaccine, thus cut- 
ting down the time one-half. The other result is the production of 
an antianthrax serum that will confer an immediate passive immu- 
nity. Thus the two combined are a distinct advantage over the exist- 
ing method in the case of sudden outbreaks, where there is no time to 
prepare for the disease in the usual way. This serum can also be used 
in conjunction with the double vaccine of Pasteur. 

I recommend that the paper be published in the bulletin series of 
this bureau. 

Respectfully, A. D. Metvin, 
Chief of Bureau. 
Hon. JaAmrs WItson, 
Secretary of Agriculture. 
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ANTHRAX, 
WITH SPECIAL REFERENCE TO THE PRODUCTION OF IMMUNITY. 


INTRODUCTION. 


Anthrax is primarily a disease of herbivorous animals, and occurs 
as an epizootic in sheep, cattle, horses, and mules, the animals being 
susceptible in the order named. In experimental work the smail ani- 
mals, such as mice, guinea pigs, and rabbits, are extremely suscep- 
tible. The French name for the disease is “ charbon; ” the German, 
“ Milzbrand.” When it occurs in domestic animals it is also some- 
times known as splenic fever. In natural outbreaks anthrax usually 
has the character of a rapidly fatal septicemia, with the presence of 
large numbers of the characteristic bacilli in the blood. 

While the disease does not occur as a natural infection in man in 
the same sense as in animals, man frequently becomes infected from 
handling infected animals or their products, such as hides and hair. 
When man becomes infected through abrasions of the skin, the result- 
ing disease process is carbunculous in nature and is known as “ malig- 
nant pustule.” When the infection takes place in the lungs, the dis- 
ease is known under the name “ woolsorters’ disease.” A third form 
in man may attack the intestinal tract. The latter two forms are 
rapidly fatal. In malignant pustule the disease may remain localized 
and the patient may recover. If, however, the bacilli migrate from 
the local lesion to the blood stream, death rapidly ensues, the patient 
dying from septicemia or toxemia. 

HISTORICAL. 

Anthrax is one of the oldest diseases. Moses records it in Exodus 
9:9. Homer, Ovid, Plutarch, Virgil, Pliny, and many others have 
mentioned it in their writing. It exists in all countries and in all 
_ latitudes. It was formerly very destructive to human life as well 
as to animals. In 1617, near Naples, 60,000 people are reported to 
have died from anthrax. In San Domingo, in 1770, 15,000 persons 
perished in the short period of six weeks. This enormous death rate 
was probably due, in part, to eating the carcasses of animals dead 


from the disease. 
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It was not until the middle of the nineteenth century that scientists 
began the serious study of this very destructive disease. In 1849, 
Pollender, while studying the blood of animals dead from anthrax, 
discovered numerous rod-shaped, microscopic bodies, which he 
claimed were the cause of the disease. This claim remained unsub- 
stantiated until 1863, when Davaine announced that the bodies dis- 
covered by Pollender were bacteria, and showed that the blood of an 
animal could not cause anthrax in another animal when injected into 
it unless it contained these bodies. To this bacterium Davaine gave 
the present name, Bacillus anthracis. Davaine’s views were not 
immediately accepted, but others took up the work, and in 1876 Dr. 
Robert Koch, in making his first contribution to bacteriology, 
announced that he had cat successful in proving the correctness of 
Davaine’s work on anthrax, and the question was then accepted as 
settled. Koch isolated the bacilli in pure culture and demonstrated 
their ability to form spores. He claimed that natural infection takes 
place through the intestinal tract, although he was at first unable 
to dempicirate this by feeding food infected by artificial cultures. 
Later, Pasteur succeeded in producing anthrax by feeding hay 
sprayed with cultures of Bacillus anthracis when he at the same time 
mixed with the hay thistles or any plants that would cause pricking 
or abrasions of the intestinal tract so that the bacilli could pass into 


the tissues. 
THE ANTHRAX BACILLUS. 


On account of the comparatively large size of the Bacillus anthra- 
cis—it being from 5 to 20 micromillimeters long and from 1 to 1.5 
micromillimeters broad, although both longer and shorter forms 
occur—and the great readiness and certainty with which it kills 
experimental animals, it was the earliest. disease to be studied with 
the roleerope and oe ode Beer cee methods. We first 


anthrax cultures. "The germ is eed y yee to cultivate, grow- 
ing on almost any Seca and at a ane range of temperature. It. 
has many of the general morphological characters of the whole 
group of bacteria, and is, therefore, very useful for teaching pur- 
poses. The bacillus has a place in the earliest researches on im- 
munity, Pasteur having shown in 1880-1882 that animals inoculated 
with strains of the bacilli which had been devitalized to a certain 
extent by cultivation at high temperatures did not contract anthrax 
when exposed, while those not so protected did contract the disease. 
Spores of anthrax are among the most resistant things in nature, 
and are, therefore, useful in testing the germicidal power of disin- 
fectants. 

If a drop of blood is taken immediately after death from an animal 
dead from anthrax and examined with a microscope, large numbers 
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of nonmotile bacteria will be seen. A much better view of them 
can be obtained if a so-called blood-smear preparation is stained 
with methylene blue or any of the basic anilin dyes. It will be 
noticed that the ends of all the bacilli are sharply cut across. If 
viewed with a higher power, it will be seen that the ends bulge at 
the corners, making the ends appear shghtly concave. The cells are 
also noticed to have a capsule, and when several cells are lying end 
to end the capsule seems common to the entire chain of cells. 

If in making preparations of anthrax blood great care is taken 
not to overheat, but just enough to “set” the specimen, and methy- 
lene blue is used as the stain, we can, while viewing the slide by 
reflected light with the unaided eye, notice a violet coloration of the 
entire specimen. If we now place the slide under the microscope, 
we can see that the space between the bacillus and its capsule is 
stained .a reddish color. This is known as McFadyeans color test, 
and if the specimen is properly. prepared is to be observed in all 
anthrax preparations made from dead animals. The test is most 
successful in those preparations where the bacilli are very numerous, 
and could be of great importance in field work where a microscope 
may not be at hand. 


CULTURAL AND MORPHOLOGICAL CHARACTERS. 


The bacillus of anthrax has such definite and constant cultural and 
morphological characters that it can hardly be mistaken for any 
other bacterium. When growing on the surface of agar-agar plate 
cultures beautiful colonies occur, appearing as wavy wreaths resem- 
bling locks of hair or bits of raw cotton thrown on the surface. It 
is supposed that the whole mass consists of thousands of contiguous 
cells forming one long chain, wound up in all directions. 

The growth in gelatin tubes is characteristic in that it liquefies the 
medium and the growth resembles an inverted fir tree. 

In milk a small amount of acid is formed, so that milk is slightly 
coagulated and slowly peptonized. 

In peptone bouillon virulent bacilli make a much more luxuriant 
growth than do the attenuated bacilli or vaccines. The heaviest 
growth is near the surface, where it can obtain oxygen, and consists 
of a dense mass of intertwined bacilli in chains which readily fall 
to the bottom of the tube if it be even slightly shaken. This heavy 
erewth does not occur when bouillon is inoculated with attenuated 
bacilli. 

Growth on all media proceeds best at 35° C. The minimal tempera- 
ture for growth is 12° C., and the maximal 45° C. The vegetating 
bacillus is killed by a short exposure (15 minutes) to 60° C. moist 
heat, and by desiccation in a few days at ordinary temperatures. The 
spores, on the other hand, will stand almost any disinfecting process 
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that any infected material can stand without greatly changing its 
physical characters. Hence it is impossible to disinfect hides con- 
taining anthrax spores without spoiling them for leather making. 
Spores require a boiling temperature in moist heat, and a much higher 
temperature in dry heat to destroy them. Spores live for a long 
time—probably 10 years—in the soil or in water, and it is because 
of this great resistance that pastures once infected remain so for an 
indefinite period. 

The bacillus can grow either in the presence or absence of oxygen, 
but it grows best when air or oxygen is present. Spores can form 
only in the presence of oxygen, and this accounts for the fact that 
the bacillus never sporulates in the living blood nor in cultures grown 
under anaerobic conditions. 

When spores begin to form, a tiny bright spot appears in the center 
- of the parent cell, which soon increases to the diameter of the cell 
and always remains in its center. The cell protoplasm seems to be 
used up in the production of the spore, which now forms the resting» 
stage of the organism. This spore remains quiescent until it is again 
placed in a suitable environment for growth, when it sprouts and 
assumes the bacillary or infective stage. 

Although the spore, or resting stage, of Bacillus anthracis 1s very 
resistant to all natural and artificial disinfectants, the bacillar or 
infective stage is quite vulnerable. The bacilli locked up in the air- 
less blood vessels or cavities of the body not only do not spore, but 
rapidly disintegrate after death. These important facts are of incal- 
culable value in the suppression of the disease by nature, and furnish 
the strongest kind of an argument for the prompt burial of animals 
dead from the disease. If such an animal be opened, however, the 
above-mentioned natural protection against the spread of the infec- 
tion is removed, as the bacilli will continue to multiply and sporula- 
tion will finally ensue. 

The following experiments were made to demonstrate the foregoing 
facts: The spleen of a guinea pig just dead from anthrax was minced 
and placed in a Petri dish exposed to air at room temperature. 
Microscopic examinations of this material 16 hours after showed that 
every bacillus had spored, the protoplasmic cellular material staining 
poorly. Another experiment made to determine the effect of such 
exclusion of the air as burial can afford showed that 24 hours are 
required for spore formation. 

In order to determine the effect of total exclusion of air upon the 
question of viability of the bacilli, capillary glass tubes were filled 
with heart’s blood from a mouse just dead from anthrax and sealed 
in a flame. These sterile tubes were filled under precautions which 
prevented the ingress of extraneous bacteria; hence there were only 
anthrax bacteria in them, and the disintegrating efferts of post- 
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mortem bacilli through the septic ferments which they form in a 
decomposing carcass were not present. Examinations and cultures 
from these tubes were made at intervals up to the twenty-third day, 
and while the bacilli were lessened in numbers, they were still viable. 
In buried carcasses, even though they be not opened, putrefactive 
bacteria grow very rapidly and their excretions cause a granular 
degeneration of the anthrax bacilli. If air is admitted to the carcass 
these excretions have no deleterious effect upon the spores that have 
formed, and such a carcass infects the soil in which it is buried, 
while if the carcass had not been opened, and care had been taken 
to disinfect the soiled exterior and air-containing cavities of the 
animal, the putrefactive bacteria would kill off the anthrax bacilli. 
The length of time necessary for this destruction varies with the 
temperature, being about a week in hot weather. 


CHANNELS OF INFECTION. 


There are four routes by which animals may become infected, 
namely, by ingestion, by inoculation, by inhalation, and by trans- 
mission. 

| Ingestion. —The first and most frequent, and therefore the most 
important, is by ingestion. This form is acquired when animals are 
turned out to pasture. 

Inoculation—The method of infection next in importance is by 
inoculation, which is brought about by contact of abrasions and 
wounds with infected material, or by flies or other insects. 

A case of spontaneous inoculation arising in the course of my ex- 
‘periments—the only one which occurred in the work—was where a 
ram, immune to anthrax, was severely bled to furnish blood for 
experiments. He was kept in a stall where a sheep had died three 
months previously of experimental anthrax. A considerable wound 
was made by the operation and the animal was found dead of an- 
thrax on the second day after having been bled. 

Inhalation —tThe form third in importance is by inhalation. Here 
spores are breathed in with dust arising from infected material or 
surfaces. 

Transmission.—A. fourth form, which is probably rare, is that ot 
transmission from the mother to the fetus in utero. I have observed 
this in the case of an experimental cow which had been immunized 
with a single anthrax vaccine and subsequently tested with virulent 
bacilli. The mother at no time appeared sick, but on the sixteenth 
day after receiving the virulent bacilli she dropped a dead calf, 
which appeared to be a full-term one. Not suspecting the cause of 
the trouble, the calf and membranes were buried. Fortunately, a 
loop of the discharge found on the ground was plated and developed 
a pure cultivation of 60,000 anthrax bacilli, the virulence of which 
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was demonstrated on a guinea pig. The cow was in no way sick, 
and daily microscopic examinations of the vaginal discharges showed 
these were free of anthrax bacilli. 


INFECTION OF THE SOIL. 


Soil becomes infected with anthrax by discharges from animals 
suffering with the disease, and by the dead bodies of animals which 
are allowed to decompose upon the surface. These discharges con- 
sist of small hemorrhages which occur from the mucous membranes 
in the nose and bowels, mixed with the nasal secretions and with 
the feces. These sometimes do not occur until just before death. 
In some cases the discharges are so limited as almost to escape obser- 
vation, but a microscopic examination in such cases would reveal 
large numbers of bacilli. Hence it is very important to limit to the 
smallest area possible the wanderings of an animal so affected. It is 
doubtful if the feces of the smaller experimental animals contain 
anthrax bacilli. One observer reports the presence of anthrax spores 
in the feces of guinea pigs, but I have never found them. 

Pasteur, in his memorable paper on anthrax before the Academy 
of Sciences in Paris in 1880, gave his opinion as to another manner in 
which the surface becomes infected with this disease. He said 
in part: 

Earthworms are the bearers of the germs, and they bring this terrible para- 
site to the surface of the ground from the depths to which it has been buried. 
It is in the little cylinders of earth, of fine earthy particles, that the worms ex- 
crete and deposit at the surface of the ground after morning dews, or after 
rains, that are to be found, besides a crowd of other germs, the germs of 
charbon (anthrax). 

While it does not seem impossible that earthworms may swallow 
the spores of anthrax and cast them out upon the surface, that close 
observer, Koch, was unable to verify the facts. He held that pas- 
tures remain infected on the surface from preexisting cases, and 
that the parasite remains on or near the surface from season to 
season and infects animals which graze upon such soil. When the 
grass gets short in dry weather, spores that may have been carried 
into the soil by previous rains either rise again by capillarity or are 
brought to the surface by the animals pulling the grass up by the 
roots. The writer has examined many earthworm casts from an- 
thrax graves of various ages—from 15 years to 1 month—and has 
failed to find anthrax spores in them. Pasteur’s work was done be- 
fore the days of solid media, and hence the plate-culture method of 
isolation was not used by him. Another disease, malignant edema, 
is easily produced in guinea pigs and rabbits, and greatly resembles 
anthrax clinically, as well as in the morphology of the organism 
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causing it. These two germs would greatly resemble each other 
when viewed with a microscope made in 1880. 

In order to test further the question as to whether the surface above 
an anthrax grave becomes infected by earthworms, or otherwise, the 
writer has for the past three years pastured sheep and cattle upon 
soil in which there are many anthrax graves, and no case of spontane- 
ous anthrax has arisen. The animals were frequently observed graz- 
ing in the little hollows formed by the sinking in of the graves, and 
it would seem that this is sufficient proof of the questionableness of 
Pasteur’s early theory regarding this source of infection. 


METHODS OF DIAGNOSIS. 


Anthrax is a disease that we absolutely know is caused by the para- 
site ascribed to it. We can tell just how long an animal will live after 
it has been inoculated with a given culture, provided the culture is of 
maximum strength. We know that a virulent culture will, in proper 
dose kill the laboratory animals, as well as sheep, in 48 hours, and 
that we can always recover the germ in the blood of such animals 
and reproduce the same disease in another animal by inoculating it 
with this blood. Hence, all of Koch’s postulates can be fulfilled. 

Different races of anthrax bacilli vary in virulence. Those of 
highest virulence will kill guinea pigs and rabbits in 0.00001 c¢. c. 
doses of a 24-hour bouillon culture in 48 hours, and the same culture 
would kill a sheep in 95 hours when given a 0.0001 c. c. dose subcu- 


taneously. Very young animals are much more susceptible to anthrax 


than adults, and hence care must be exercised in vaccinating young 
animals. A sucking rabbit a few days old died in 18 hours from a 
0.1 c. ce. dose of bouillon culture, and the virulence of the bacillus, 
which had become somewhat lessened, was greatly enhanced. 

A diagnosis can be made by the veterinary scientist by two meth- 
ods; either by a bacterioscopic examination of blood smears made soon 
after death or by animal inoculations. On account of the nature of 


_ the disease it is highly desirable that the first method be used, as no 


time should be lost in coming to a decision. It is easy to reach a de- 
cision if the specimen has been properly prepared and if the micro- 
scopist is familiar with the organism. 


PREPARATION OF SPECIMENS. 


A small drop of blood thinly spread on a piece of glass or paper 
and dried immediately is all that is required. It is best to obtain 
blood for this purpose by making a needle puncture into the jugular 
vein, as sometimes the bacilli are not numerous in the peripheral 
blood vessels. A specimen prepared in this way will arrive at the 
laboratory just in the condition in which it was collected. There 
will be no bacteria in it that were not there when it was prepared. 
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Sometimes specimens arrive consisting of two smeared surfaces of 
glass stuck together. These are dangerous, and it is next to impos- 
sible to separate them. They should be boiled and thrown away, no 
attempt being made to make an examination. 

The most dangerous anthrax package, and one which is not allowed 
in the mails, is the bottle of blood. These have arrived broken, and 
in one instance a positive diagnosis was made from blood smeared on 
the outside of the package by the sender’s hands. Again, when parts 
of organs, or blood in volume, are sent in, decomposition will have 
taken place and a diagnosis may be impossible. The fruit-jar pack- 
age, containing spleen, liver, heart, etc., sent by express, is another 
most dangerous package. These have arrived broken, with liquid 
dripping from them. When not broken their opening is generally 
attended with dangerous difficulties. The top is usually screwed 
down so tight that considerable force must be used to open it, and 
when this is accomplished the gases which have formed will spray 
the liquids upon one’s hands and clothing. 

A diagnosis of a blood-smear preparation is made by first “ set- 
ting ” the specimen by heat, passing the glass slide through the flame 
three times, occupying a second each time. The specimen is now 
stained with methylene blue or fuchsin, dried between two pieces of 
filter paper, and mounted for examination. If anthrax bacilli are 
present they can be easily seen stained blue or red, according to the 
stain used. ‘They appear as rods with square ends. ‘They are never 
round or blunt. They will almost always appear in chains, although 
they frequently appear as single cells when torn apart in making the 
preparation. Spores are never found in a specimen prepared from a 
recently dead animal. With lenses of 1,000-1,200 amplification the 
ends appear somewhat concave, from bulging of the corners of the 
cylinder. When such an organism is found in the blood of an animal 
recently dead the disease may be called anthrax, as it is the only one 
in animals that provides such a picture. 


ANIMAL INOCULATIONS. 


When there is reason for doubt, animal inoculation must be re- 
sorted to. Mice, guinea pigs, and rabbits may be used, and these are 
susceptible in the order named. The suspected material is ground 
up in a sterile mortar containing normal salt solution. The solid 
particles are allowed to settle or are filtered off, and a few drops to 
0.5 c. c. of the liquid are injected subcutaneously into guinea pigs. 
If anthrax be present the animal will die in two or three days, and 
the bacillus can be recovered from its blood and examined as in the 


first method. Plate cultures should also be made from the extract. 
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of the suspected substance, as it is possible to isolate the anthrax 
organism and thus come to a decision from a study of the anthrax 
colonies if any develop, as such colonies have a characteristic appear- 
ance. Inoculation into experimental animals of cultures made from 
these colonies, if they be anthrax, will cause the disease, and thus any 
doubt as to their identity will be removed. 


DIFFERENT FORMS OF ANTHRAX. 


Anthrax manifests itself in different forms according to the seat of 
invasion, kind of animal, virulence of the bacillus, season of the year, 
and time of the outbreak. 

The most acute type of the disease is seen oftenest in cattle and 
sheep and is known as apoplectic or fulminant anthrax. This form 
appears suddenly, without premonitory symptoms. The animal is 
suddenly seized with trembling, a haggard expression, swaying, diffi- 
cult breathing, and cyanosis. Convulsions and death occur in from 
a few minutes to two or three hours. Bloody discharges usually 
occur during the last hour from the nose and rectum. These are 
very infectious, as the bacilli are present in large numbers, and 
constitute an important way in which pastures become infected. 
For this reason such animals should be confined where these dis- 
charges can be disinfected. 

The second form, known as anthrax fever or internal anthrax, 
differs from the fulminant or apoplectic form only in its duration. 
The symptoms in the last stages are practically those seen in the 
most acute type, except that they are more intense and of longer 
duration. There will be excitability, restlessness, high fever, oozing 
of blood from the nose, eyes, ears, rectum, and thinner parts of 
the skin of the axilla or thigh; tremors, dullness, prostration, grind- 
ing of the teeth, colicky pains, difficult breathing, arching of the 
back, rolling of the eyes, convulsions, and death in sheep in 24 
a in cattle in Ee 2 a 5 days, a in horses in from 1 to 5 
days. 

The third form is local or external anthrax. In this form the 
disease is at first localized in the mouth, throat, or skin in cattle, 
and the same form appears most often in horses in the tongue, 
throat, neck, breast, withers, shoulders, flank, or thigh. These 
ane are firm or doughy, insensitive at certain parts, and tend 
to become gangrenous. There is no tendency to suppuration, and 
they do not crackle on pressure—a diagnostic point when there is 
doubt as to whether the case is one of anthrax or of blackleg. When 

eut into—something which should never be done, as the exudation 
always contains the anthrax bacillus—there escapes either a pale, 
straw-colored, or bloody liquid. 


14. ANTHRAX. 
SYMPTOMS. 


The symptoms of anthrax will vary with the species and with the 
type of the disease, except that in the last stages of any of the three 
types the most pronounced symptoms are identical. In the most 
acute type the animal may appear at first to be perfectly well and 
keep along with its fellows even when its temperature is very high— 
as high as 106° F. . Along with such a temperature we shall of course 
find a rapid pulse and increased respiration. When one is standing 
close beside such an animal the heart beats may be plainly heard. 
Soon other symptoms, such as grinding of the teeth, tremors, and 
standing with head down, appear. Then appear drooping of the 
head and ears and:a disposition to lie down. Animals that have been 
lively will now decline to rise unless*handled roughly. They become 
stupid and sleepy and very weak in the hind parts. Whereas the 
temperature has all along been high, it now shows a sharp decline, 
and before death may become subnormal. The visible mucous mem- 
branes are a dusky red, especially those of the rectum and vulva. 
There is a bloody nasal discharge. The feces will be coated with a 
bloody mucus. Local swellings appear in the mouth, throat, neck, 
and breast (especially in horses), and there are sharp attacks of colic 
and convulsions which end the misery of the animal in from 12 to 48 
hours after the disease is first noticed. Pregnant animals are liable 
to abort and thus greatly spread the infection through the copious 
discharges. An outbreak has its highest mortality at its onset, while 


later on some animals, especially horses and mules, may recover. In - 


the most acute types, which occur mostly in cattle and sheep, the 
animal is found dead. A cow which seemed well at night is found 
dead in the morning, or if death occurs in the daytime, the illness is 
of short duration, occupying only a few minutes or’ one or two hours. 
In these sudden attacks the symptoms follow each other so rapidly 
and death is so sudden that sometimes the owner is convinced that 
the animal has been poisoned. The attack is ushered in with trem- 
bling, anxious expression, high fever, rolling of the eyes, and con- 
vulsive movements, soon followed by genera! convulsions and death. 

In the local form or cutaneous anthrax in cattle, swellings appear 
suddenly on different parts of the body at one or many places, and 
the animal dies with the same symptoms as occur in the most acute 
type when the bacilli reach the circulating blood from these local 
lesions. When the infection occurs in the tongue or pharnyx, we have 
in the first case gloss anthrax, and in the latter pharyngeal anthrax, 
the symptoms varying somewhat according to the part most affected ; 
but the general constitutional symptoms will be those already de- 
scribed. In some cases the most prominent symptoms at first will 
be enormous swellings of the rectal mucous membrane. 
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In the local form, or cutaneous anthrax, in the horse, the swellings 
occur at the points of entrance of the bacilli or spores, where there 
are abrasions of the skin or muccus membrane, or where biting in- 
sects have brought the infection from a previous case. These swell- 
ings appear suddenly at the point of inoculation and are character- 
ized by a rapidly spreading edema. ‘The general symptoms are not 
so urgent, the fever is less intense, and the mortality, while not so 
great as in the more acute form, is still high. 


POST-MORTEM APPEARANCES. 


An animal that has died of anthrax will nearly always be found 
much bloated, with blood oozing from the nose and rectum. There 
will be evidences on the ground that the animal died a violent death, 
in convulsions. Local swellings will be present or absent according 
to the type of the disease. In the rapidly fatal cases little change 
will be noted either in the blood or internal organs beyond those 
produced by high blood pressure, indicated by a swollen spleen and 
engorged liver. The carcass itself—the edible portions—would 
show nothing that would make it doubtful as food. In the more 
prolonged cases a hemorrhagic condition will be noted in all the 
internal organs. The blood will be tarry in appearance and will 
not clot. The heart is often light in color, while on the inside it 
will be found deeply stained and containing dark, uncoagulated 
blood. The liver may be found enlarged and is easily torn in han- 
dling, presenting on its surface hemorrhagic areas. The spleen is 
often specially enlarged and distorted in shape, and ruptures on 
handling. 

The bacilli of anthrax can be found in largest numbers in those 
organs where the lesions are most pronounced, namely, the spleen, 
liver, and engorged lymphatic glands, but they are commonly found 
in-any part of the vascular system. In the serous cavities, such as 
the pericardial, the pleural, and the peritoneal, may be found a san- 
guineous fluid consisting of serum, red and white cells, and anthrax 
bacilli. The hyperemia and areas of extravasated blood may appear 
at any point of the body where the bacilli have become localized and 
enormously multiplied, forming capillary embolisms, which consist 
of broken-down blood corpuscles, and bacilli. Hence they are fre- 
quent in the tongue, throat, lungs, stomach, and intestinal walls; the 
mesentery and the omentum; the skin, connective tissue, and the 
muscles. 

THE CAUSE OF DEATH. 


From the manner of death it would seem that the poison of an- 
thrax acts specifically upon the center of respiration, this in turn 
allowing a fatal accumulation of carbon dioxid in the blood. That 
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it is the replacement of the oxygen of the blood by carbon dioxid that 
is the immediate cause of death in anthrax is further shown by the 
loss in the blood of the property of coagulation, it being known that 
carbon dioxid precipitates and throws out of action the fibrin- form- 
ing element of the blood—fibrinogen. 


DISPOSAL OF CARCASSES. 


The disposal of an anthrax carcass should not be left to the owner 
nor should anyone be allowed to open a carcass of an animal that is 
supposed to have died from anthrax. The diagnosis can only with 
certainty be made by a competent bacteriologist. He need only be 
furnished a drop of blood from the suspected animal. This blood 
can be drawn from the jugular by means of a syringe, or a small nick 
sufficient to allow a drop to escape may be made with a suitable in- 
strument. This blood should be smeared upon a piece of glass or 
piece of paper, dried immediately, and forwarded to the bacteriolo- 
gist. Any blood escaping during the above operation should at once 
be disinfected. The State should appoint a sanitary agent in every 
election district, whose duty it should be to dispose of anthrax car- 
casses, according to instructions issued by a competent authority, as 
it is only by the proper disposal of the carcass and by vaccination that 
the disease can be controlled. While the majority of our farmers 
recognize the advisability of promptly burying the carcass, there are 
those who would allow the animals to lie where they die to decompose 
or be eaten by dogs and buzzards. Parts of the carcass may be car- 
ried by dogs to adjoining or distant pastures and spread the infection. 
Spores forming in the carcass opened in this way would pass through 
the intestinal canal of buzzards and dogs and permanently infect 


pastures miles away. The soil upon which such an animal has lain ~ 


would certainly be infected and remain so for many years. 

During the last few years deep burial, rather than efforts at crema- 
tion, has been practiced, with good results so far as can be ascertained. 
While cremation properly carried out is undoubtedly the safest 
method of disposing of an anthrax carcass, it is practically impos- 
sible to destroy absolutely all vestiges of the body and bacilli-laden 
body fluids, and unless this is done the whole operation so far as it 
goes is almost a useless waste of time, material, and labor. In the 
cremation of carcasses in the field even the earth upon which it has 
lain should be thoroughly and deeply burned over so that the heat 
will penetrate to a depth sufficient to insure the death of the anthrax 
bacilli which certainly passed into the soil with the body fluids when 


rupture occurred from the heat. We know enough of the biology of 


the anthrax bacillus to take advantage of the fact that if it is kept 
locked up in the closed cavities and blood vessels of the body where 
no air can reach it, not only will the bacilli fail to produce the re- 
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sistant spore, but they will actually decompose and become noninfec- 
tious, so that the bacilli which are in the blood vessels of an unopened 
animal perish. On the other hand, those bacilli which have come 
away in the pulmonary and rectal discharges during life will, if they 
are provided with sufficient material to keep them moist, promptly 
go into the spore or resting stage. These constitute the main source 
of danger, and in this way a considerable area may become infected. 
For similar reasons, hemorrhages into aar-containing cavities, such as 
the lungs, trachea, head, sheath, vagina, and rectum, all favor the 
production of the resistant spore. Hence, if we introduce into the 
cavities a disinfectant which will surely kill the spores, and also at 
the same time take care to disinfect the soiled exterior surfaces of 
the animal, and then bury such an animal without opening it, we may 
reasonably conclude that such a carcess will not thereafter be a 
source of infection. 


THE OFFICIAL METHOD IN DELAWARE. 


In Delaware the method of procedure as advised and as carried out 
by the State board of agriculture is as follows: Formalin is injected 
in both directions into the trachea. Formalin-soaked cotton is pressed 
up the nostrils and into the mouth, rectum, vagina, or sheath. The 
grave is dug where the animal dies, when possible. The body of the 
animal is then either thoroughly wetted down with a 4 per cent solu- 
tion of formalin or kerosene, or coal oil is poured over the uppermost 
side of the animal and is set on fire. Only enough kerosene is applied 
to burn off the hair, as it would defeat the purpose to burn the animal 
sufficiently to cause rupture of the body. The carcass is then rolled 
into the grave with the other side uppermost. This side is now 
sprinkled with the oil and fired, after which the dirt upon which the 
animal has lain is disinfected with formalin and is then shoveled into 
the grave first. The grave is now filled and banked up as 1s the cus- 
tom. Such graves should be surrounded by a fence. In fact, there 
should be a graveyard widely fenced in, and when an animal is known 
to have anthrax, it should be placed therein and allowed to die where 
it is to be buried. Such an inclosure should never be used for any 
other purpose, and should be so located that drainage from it upon 
other land will not occur. 


- SUSCEPTIBILITY OF THE VARIOUS ANIMALS. 


While all the farm animals and even man himself will contract 
anthrax, we know that the degree of susceptibility varies not only in 
the different species, but also in individuals of the same species. We 
find that the herbivora are very susceptible and that the carnivora. 
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are less so, while the omnivora occupy a place between these two 
extremes. Cattle and sheep, being extremely susceptible, contract 
the fulminating type in nearly every case, while horses and mules 
frequently live several days, exhibiting the local or skin form, and 
some cases recover. It could probably be shown that any ruminant 
is more susceptible than other herbivora because of the anatomical 
and physiological characteristics of their respective digestive organs. 
In ruminants we find the immense rumen, with its moisture, heat, 
and alkaline reaction, an admirable incubator for bacteria. The out- 
ward passage of the contents of the rumen is slow, so there is plenty 
of time for anthrax spores swallowed with the food to develop into 
bacilli and multiply into prodigious numbers before they pass through 
the other two stomachs into the true or acid stomach, where some of 
them may be digested, but where many may pass out unharmed into 
the alkaline intestine and be absorbed with the food, finally entering 
the blood stream suspended in the chyle. It would now require only 
a few hours for them to multiply in the blood into sufficient numbers 
to produce their fatal poison. It is doubtless in this way that cattle 


which seem well when last seen and fed at night come down suddenly 


with the disease and are found dead in the morning. 

Swine are less susceptible than horses and cattle, yet when swine 
eat the carcasses of animals dead from anthrax they may contract 
the disease. As in other species, the young sucking pigs are more 
susceptible than the adults. As swine usually contract the disease 
by eating the dead animals, they generally have the disease in the 
throat or intestine. The symptoms in such cases do not vary 
materially from like cases in the other species. 

Dogs and cats contract the disease similiarly to hogs and are 
classed among the less susceptible. The symptoms are those to be 
expected, and consist of swelling of the throat, difficult swallowing, 
vomiting, profuse bloody diarrhea, high fever, and death. 

Birds of prey are said to be immune to the disease. Chickens are 
less susceptible than swine, yet Pasteur showed that chickens were 
quite susceptible when immersed in cold water and then inoculated. 
Likewise frogs, which are ordinarily immune, can be successfully 
inoculated after immersion in warm water. Young pigeons of 
certain breeds are easily infected artificially, and sparrows, finches, 
canaries, yellow-hammers, and redbreasts have been successfully 
inoculated. 

In chickens anthrax runs a very rapid and fatal course in 24 
hours. They can contract the disease by eating the carcass or dis- 
charge of an animal dead from anthrax. As in other animals, a 
differential diagnosis between this disease and other chicken diseases 
of like type should be based upon the discovery of the anthrax 
bacillus in the blood along with the symptoms of sudden debility 


ANTHRAX IN MAN. 19 


and high fever. Anthrax swellings will occur on the comb and 
wattles, around the eyes, and on the tongue, palate, and feet. The 
bird is extremely weak, has violent tremors and convulsions, and 
bloody diarrhea, and dies within 24 hours. 


ANTHRAX IN MAN. 


Anthrax is not, strictly speaking, a human disease, yet it is not 
rare in the practice of physicians who attend the workers in tanneries 
where imported hides are converted into leather, nor is it rare in per- 
sons whose occupation brings them in otherwise contact with hides, 
wool, hair, furs, hoofs, bones, rags, felt, glue, or any product made 
from the bodies of animals that die of anthrax. Hence the disease is 
found in shepherds, cattlemen, horsemen, farmers, drovers, butchers, 
tanners, brush makers, and veterinarians. 

The disease is notoriously common in those who handle imported 
hides, although man can become infected through the bites of flies or 
other infected insects. The sound skin is sufficient protection against 
the entrance of the bacillus, but the slightest abrasion is sufficient as a 
point of inoculation in handling infected material, or even for inocu- 
lation by the ordinary housefly that has visited the discharges of an 
animal suffering with anthrax. The process of tanning does not 
always disinfect an anthrax hide. That hair is a medium of infec- 
tion is shown by outbreaks of anthrax among brush makers. Per- 
sons who handle imported wool and rags contract the disease by in- 
haling the spores in the dust which arises. This spore develops into 
the bacillus, and a case of pulmonary anthrax is established. This 
form is known as woolsorters’ disease, or ragpickers’ disease. ‘Those 
who handle bones and carcasses in fertilizer, glue, and rendering 
establishments located in anthrax districts are peculiarly exposed to 
infection. In man the large majority of cases occur on the face, prob- 
ably because this part of the body is more liable to be attacked by 
biting insects. , 

Anthrax in man is a local disease, and we do not find the bacilli in 
as large numbers in the blood or other organs, such as the liver, 
spleen, and kidneys, as we do in the lower animals. The bacilli can, 
however, be found in abundance in the local lesion. 


MALIGNANT PUSTULE, 


Malignant pustule, or local anthrax of the skin, usually occurs on 
the face, hands, arms, or neck of those who handle imported hides. 
In from one to three days after infection takes place a small red 
pimple appears. This soon changes to a vesicle, which is very pain- 
ful. The center of the vesicle rapidly becomes necrotic, forming a 
black eschar, which soon becomes surrounded by a ring of vesicles. 
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The surrounding tissues become congested and edematous, and the 
lymphatics are involved. The fever is quite high, and the patient 
is very sick from the absorption of poison from the local disease. It 
runs a rapid course, and the patient may die from toxemia. 

Most of these cases are, fortunately, susceptible of successful treat- 
ment. This consists of early and thorough excision of the pustule 
and all infected surrounding tissue, followed by the local application 
of strong disinfectants. At Guy’s Hospital, in London, 13 out of 15 
cases were cured by excision, even though in 12 of these cases the 
inflammation had spread to the surrounding parts or had involved 
the lymphatic glands with more or less severe constitutional disturb- 
ance. In some cases the disease process goes no further than the 
formation of the eschar, which then becomes a scab, with subsidence 
of the inflammatory process, and recovery. In the majority of cases, 
however, the disease runs a regular course; if not excised early the 
bacilli enter the blood stream and the case terminates fatally from a 
modified form of the same disease as occurs in cattle, with the excep- 
tion that the bacilli are not found in large numbers in the internal 
- organs nor is the spleen greatly enlarged. It may, therefore, be said 
that in man death is largely due to the absorption of toxins from the 
local lesions. When the pustule is situated on the extremities the per- 
centage of recoveries under treatment is large. 


PULMONARY AND INTESTINAL ANTHRAX. 


Pulmonary anthrax, or woolsorters’ disease, is caused by the inha- 
lation of spores by those who handle hides or other infected material. 
The initial lesion is local and is situated in the lower trachea. It 
consists of a swollen and hemorrhagic condition of the mucous mem- 
brane, with great enlargement of the mediastinal and bronchial 
glands and of effusions into the pleural and pericardial cavities and 
the lungs. Externally may occur also cutaneous edema over the 
chest and neck and inflamed glands. This form is rapidly fatal, the 
patient dying from suffocation and toxemia. 

Intestinal anthrax is also of local origin and has about the same 
pathology and terminations as the pulmonary form. There is intense 
inflammation of the intestinal mucous membrane and involvement of 
the neighboring lymphatic glands. Intestinal infection takes place 
when anthrax-infected products are eaten. 


THE ANTHRAX SEASON. 


Anthrax is peculiarly a disease which may be said to be a seasonal 
one; that is, the disease makes its appearance with the advent of 
certain kinds of weather. In March, 1907, in Delaware we were 
visited with some exceptionally warm, springlike weather of con- 
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siderable duration, and on the 22d of that month the first case oc- 
curred for that year, an exceptionally early start. In 1908 the first 
case occurred on May 2. In 1909 the first case did not occur until 
July 23, but the disease persisted until November 6, whereas in 1907 
the last case was on September 24, and in 1908 on August 24. So 
that we may say the season lasts, in Delaware, from March to No- 
vember, being most prevalent in the summer months. As the disease 
is, generally speaking, a warm-weather one, and as we know that 
the causative agent is present throughout the year, there must be 
some conditions which come with warm weather which predispose 
to the onset of the disease, either by affecting the receptivity of the 
animals or by increasing the infective properties of the germ of the 
disease. Possibly both conditions prevail. There can be little doubt 
that the resting stage of the Bacillus anthracis—the spore—will 
quickly develop into the bacillar or infecting stage under the influ- 
ence of heat, moisture, and organic matter. These conditions pre- 
vail on the pasture in warm weather, and the writer has demon- 
strated that the germ of anthrax will vegetate in a 2 per cent hay 
infusion. Hence, when spores of anthrax come in contact with hay 
infusions in pastures, especially in meadows, there is produced a viru- 
lent culture which will infect the animal eating them. 

The animals themselves are probably more susceptible to anthrax 
when turned out upon fresh pastures, as the ingestion of rank grasses, 
which are acid in reaction, lessens the normal alkalinity of the blood 


and thereby increases the susceptibility to anthrax. This greater 


alkalinity of the blood in carnivora may be the cause of their greater 
resistance to the disease, while the loss of alkalinity of the blood by 
the herbivora, and especially by ruminants such as cattle and sheep, 
through the ingestion of such large quantities of acid grass, may 
account for their increased susceptibility during the grass-growing 
season. At all events there are certain weather factors which de- 
termine, in a measure, the onset of the anthrax season, and given such 
conditions the season can be predicted with tolerable certainty. This 
season exists when we have had a long, dry period, followed by light 
rains or infrequent heavy rains, and then by extreme heat. This kind 
of weather will not only produce bacterial’ multiplication, but will 
cause a rapid growth of rank acid grasses, and. these when eaten 
will increase the susceptibility of animals to anthrax by decreasing 
the alkalinity of their blood. 

Anthrax, then, may be said to be a pasture disease, which exists 
mostly in warm weather. If it were a stable disease, why should we 
not have cases occurring in winter, and why is it that the disease 
rarely occurs in animals that are not turned out on pasture? We 
rarely see a case of anthrax in a carriage horse that is fed in the 


stall, but it is not of infrequent occurrence in horses that are turned 
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out to pasture. Cases are rare in city horses, but common in the 
farm horse. The city horse must eat the same hay and grain, gener- 
ally speaking, as the farm horse. If it were the hay and grain that 
produce the disease, we should find anthrax as common in city stalls 
as on the farm. 

Anthrax rarely occurs in small towns. It is distinctly a disease 
of animals that graze on infected fields. A recent case emphasizes 
this. An expressman delivered some goods to a farmer who lives 1 
mile from this town (Newark, Del.). This farm has anthrax every 
season. The expressman’s horse must have grazed upon infected 
soil while there, as it was sick within 48 hours with high fever and 
edematous swellings at the root of the neck and down the front legs. 
A microscopic examination of the exudate showed the presence of 
anthrax bacilli, and the animal died in a few hours. This animal 
lived in the stable with others, and was fed the same feed. No case 


has occurred since, and it was the only animal from that stable that 
visited the infected farm. The great importance of an early diag- 


nosis and isolation was demonstrated in this case. Within a few 
hours after a swelling was noticed anthrax was suspected and some 
of the bloody subcutaneous exudate was aspirated and brought to the 
writer by the attending veterinarian for diagnosis. It was thus 
possible to remove the animal from the stable to a yard where other 
animals could not become infected long before any infecting dis- 
charge had taken place. The animal was embalmed, washed down 
with formalin solution, as previously described in this article, and 
buried in a six-foot grave as-soon as the same could be dug. The 
stables have been used uninterruptedly ever since (four months), 
and no fresh case of anthrax has occurred. 


PREVALENCE OF ANTHRAX IN DELAWARE. 


Anthrax has been officially recognized as existing in this State 
(Delaware) since August, 1892. It is highly probable that the disease 
had its origin in imported hides used in the tanneries at Wilmington 
for making leather. Large quantities of scraps accumulate during the 
process of leather making, and these were sold to farmers who com- 
posted them and later spread the infected material upon the land. 
Since the spores of anthrax would live and retain their virulence in 
a compost heap, it is easy to see how the lands first became infected. 
While it is generally conceded that meadow pastures are most pro- 
ductive of the disease, the tillable lands were probably infected first, 
as above stated. The meadow pastures have retained their infective 
properties because of their constant use for grazing, and particularly 
because of fresh cases of anthrax occurring upon them. The higher 
tillable lands have, however, in many cases become disinfected by the 
lapse of time, cultivation, and drainage. 
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Estimates made by veterinarians practicing in the State show that 
there are from 175 to 200 farms in Delaware that are permanently 
infected with anthrax. These farms are located, in a general way, 
in that territory which drains into the Delaware River and the Dela- 
ware Bay. The infected territory comprises about one-third of the 
total area of the State. 

While anthrax has been known to exist in the State only since 
1892, it is highly probable that the first cases occurred much earlier 
and that the disease is as old as the morocco-leather industry. The 
originally infected territory must have been the cultivated lands 
upon which infected compost fertilizer was spread by the farmer him- 
self. Animals dying on such farms before the nature of the disease 
was known here were either hauled out dead or turned out while yet 
alive upon the marshes to die. Doubtless they would in some cases 
be set adrift in the creeks and thus infect any shore or marsh upon 
which they drifted. As the marshes are always wet and contain 
decaying vegetation in abundance, the conditions for the development 
of the microbe of anthrax are perfect, while upon the dry cultivated 
lands, even though. the microbe be present, the conditions are, owing 
to the comparative absence of water, much more unfavorable to the 
multiplication of the causative agent. It is because of these condi- 
tions that marsh pastures are regarded as being more productive of 
the disease. The wash water from the tanneries at Wilmington can 
no doubt infect the streams into which it flows and cause the disease 
in animals either grazing upon them or drinking from them. 

Those farms and marshes now infected will remain so for many 
‘years, even though no new cases occur upon them. This lability to 
outbreaks of anthrax on a farm hasa depressing effect, not only upon 
the value of the land, but upon all agricultural operations. 

While there has been no epidemic of anthrax in Delaware for 
several years, and the number of deaths from the disease has been 
exceeded by many ordinary diseases of which little notice is taken, 
anthrax must always be considered a menace to the agricultural wel- 
fare of the State because of the ever-present lability of an outbreak 
which might assume the proportion of a genuine epidemic. This 
liability should be offset by the annual vaccination of every farm 
animal in the infected territory. Even though several years may 
have elapsed since the last case occurred on a farm, that farm is 
liable at any time to be again visited by the disease. 
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METHODS OF PRODUCING IMMUNITY IN ANIMALS. 
THE EXISTING METHOD OF DOUBLE VACCINATION (PASTEUR METHOD). 


Since 1892 anthrax has been controlled by vaccination by a method 
devised by Louis Pasteur. This method consists in the subcutaneous 
injection of attenuated cultures of the bacillus of anthrax. Two in- 
jections of varying degrees of strength are made at an interval of 12 
to 14 days. The first injection consists of 1 cubic centimeter of a 
culture that has been incubated at 42° to 48° C. for a sufficient time 
to decrease its virulence to a point where it will kill white mice, but 
not guinea pigs or rabbits. This generally requires a period of 24 
days, assuming that the culture was made originally from a moist, 
virulent race of anthrax bacilli. Such cultures are to be made 
directly from the heart’s blood of an animal that has died of anthrax 
within 48 hours after inoculation. In such blood we find only non- 
spore-bearing bacilli, and when these are grown at 42° to 48° C. they 
do not at any time produce spores while this temperature is main- 
tained. Contrary to the statements of some, however, the bacilli 
promptly form spores when this temperature is reduced. These 
spores do not acquire any more virulence, however, than the parent 
bacilli which produced them. 

The second injection consists of a culture similarly iil and 
incubated at 42° to 43° C. for a period of 12 to 18 days, or one 
whose virulence has been reduced to a point where it will not kill 
rabbits but will kill white mice and guinea pigs, the latter in 3 or 4 
days. The author’s experience has shown that there is no hard and 
fast line in the number of days that a culture of a given race of 
anthrax bacilli must be attenuated. Much depends upon the re- 
sistance of the bacillus, the character of the culture medium, the 
exactness of the temperature of the incubator, and the natural re- 
sistance of the animals used in testing the vaccines. When a culture 
of proper strength has been obtained and is properly transferred 
to fresh media about once a month and kept in a cool place where 
it will not evaporate, it may be used indefinitely as a stock culture 
for inoculating a liquid medium, which constitutes the vaccine. When 
such attenuated cultures are inoculated into animals, a very mild 
and clinically unnoticeable attack of anthrax is produced, which 
confers an active immunity which persists throughout the anthrax 
season. The inoculation must be repeated the following season. 

Certain precautions are necessary in the application of anthrax 
vaccine.- Assuming that the vaccine has been properly prepared, at 
is the duty of the veterinarian to ascertain that anthrax is not 
already existing in the animals he is about to vaccinate. As a pre- 
caution, when there is reason to suspect that anthrax may already 
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be existing, no animal showing a fever should be vaccinated, as the 
disease may be carried from the already infected animal to others 
upon the point of the inoculating needle. Again, in order to prevent 
abscess in horses and mules by introducing under the skin strepto- 
cocci or staphylococci by the point of the needle, the place of injec- 
tion should be disinfected of. these microbes. The anthrax bacillus 
can not produce pus, but the germs usually found upon the skin 
are to be held responsible when abscess occurs from vaccination. 
The writer has been in the habit of dipping the point of the needle 
into strong carbolic acid contained in a small vial which may be 
conveniently carried in the side pocket at the time of vaccinating. 
None of this acid can enter the needle and kill the vaccine germs, 
as it is already filled with the vaccine, and none can be introduced 
under the skin, as it is all removed from the needle in its passage 
through the skin, and this in turn disinfects the wound made. While 
every veterinarian knows that hypodermic injections of medicine 
are daily made with a minimum of abscess production, it must be 
recognized that the conditions are not similar, and hence it is deemed 
highly advisable that these precautions be taken, especially in horses 
and mules. | 

There is usually little or no swelling at the point operated upon. 
Where abscess occurs the operator is to blame. It means that pus- 
producing germs have been carried in upon the needle and that either 
_ the needle or the skin was not disinfected. Abscess is more likely to 
occur in horses and mules than in other animals. 

It has been the practice in Delaware to continue the vaccinated 
animals at their usual work. We have no data upon the subject show- 
ing this is unwise, but it is believed that the animals should be shielded 
as much as possible from excessive work and from extremes of heat 
or cold or from chilling rains. We advise our vaccinators, who con- 
sist of regular, practicing veterinarians designated by the governor 
upon the recommendation of the board of agriculture, to destroy all 
opened bottles of vaccine that remain unused at the end of a day’s 
‘work, as it will certainly become contaminated and be spoiled if kept 
overnight at ordinary temperatures. The vaccine is dispensed in 
50-dose bottles hermetically sealed and distinctively labeled, so there 
can be no mistake made in using it. 


EFFECTIVENESS OF THE METHOD. 


The results of vaccination have been as good, as shown by our sta- 
tistics, as those obtained by the use of any other biological product. 
That the method is entirely safe is shown by the fact that only one 
dangerous swelling has been brought to our notice in three years’ 
experience in Delaware. Every year there are instances where, for 
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some reason, animals that have been vaccinated die from anthrax, 
showing that they were not protected by the vaccine. No doubt some 
of these failures may be due to the animal being missed during vacci- 
nating. In other cases the failure may be due to the vaccine needle 
not properly puncturing the skin, so that the vaccine falls upon the 
ground. These accidents are readily brought about when the animals 
are unruly. On the other hand, the writer has observed a case of 
anthrax that occurred in vaccinated animals—that is, where it was 
positively certain that the vaccine was properly prepared and active 
and had been properly applied. 

Some cases of nonprotection by vaccination can be explained by 
the fact that the vaccine itself was inert, and therefore nonprotec- 
tive. Cultures made from such vaccine failed to grow. The vaccine 
would, of course, fail in the usual physiological test for an anthrax 
vaccine, and, of course, would fail to protect the animal against 
anthrax. The writer has known of instances where for various rea- 
sons an animal would escape vaccination, and that animal would be 
the only one to die on that farm. Hence he feels warranted in highly 
commending vaccination as the most important means of combating 
this terrible scourge. In France, where vaccination is most popular, 
and where statistics are reliable because of governmental control, the 
death rate before vaccination was adopted was, in cattle 5 per cent, 
and in sheep 10 per cent. After vaccination was adopted the losses 
were reduced to 0.34 per cent in cattle and 0.94 per cent in sheep. In 
Delaware the losses in 1907 in horses and cattle that were vaccinated 
were 0.32 per cent. 

Vaccination should be practiced every spring, at least a month be- 
fore it is time to turn the animals out to pasture, as a month is re- 
quired for the production of immunity. This vaccinating should not 
be optional with the owner, as at present, but should be compulsory, 
the State assuming the risk of loss from the use of the vaccine, but 
not in those cases where it can be shown the animal died not from 
vaccination but from a natural infection, owing to failure of being 
protected by the vaccine, or from other causes. 


A TEST OF PASTEUR VACCINES. 


Along with the investigation of anthrax for the purpose of dis- 
covering new methods of treatment and prevention of the disease, 
and for studying the biology of the causative organism and the gen- 
eral sanitary aspects of the subject, it was decided to test the efficacy 
of freshly prepared Pasteur vaccines. It is believed that some of the 
bad results that have been reported as following the use of Pasteur 
vaccine is due to carelessness on the part of those preparing and using 
it. As there is no visible difference in the appearance of the two 
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vaccines, Nos. 1 and 2, it is an easy matter to get the bottles mixed 
or improperly labeled. If the labels should come off the bottles, the 
vaccinator would have no guide as to which vaccine he was using. 
The writer has purchased anthrax vaccines on the open market and 
has found some that were wholly inert, and others that were too 
strong when tested in the usual way. 

For the purpose of gaining such information as is possible from 
the practical experiences of practicing veterinarians who vaccinate 
against anthrax in Delaware, the writer undertook to prepare Pasteur 
vaccines for the State board of agriculture, which were to be used as 
soon as possible after they had reached destination. The cultures con- 
stituting the vaccines were grown in 50-dose bottles, each bottle con- 
taining 50 c. c. of bouillon which had been inoculated 24 hours pre- 
viously with the vaccinal germs. The official vaccinator was fur- 
nished first with No. 1 vaccine. In 12 days he was shipped the No. 2 
vaccine, for use on the same animals. Under this plan it was impos- 
sible for the bottles of vaccine to get mixed, even though the labels 
came off. 

The plan of using ‘fresh vaccine in which the germ is still in the 
bacillar stage was continued with good results for two seasons. For 
the last two years the plan of using vaccines that had been incubated 
for four or five days, or until the bacilli had spored, has been tried. 
This latter method represents the condition of vaccine as put on the 
market by commercial houses, and is a suspension of spores instead 
of bacilli. According to the experiences of these two seasons, we 
have reason to believe that the vaccine will remain active for several 
months, and such cultures may be prepared several months in ad- 
vance of their use, provided the incubation is carried to a point 
where all growth ceases, or spores form. These spores inherit just 
that degree of strength possessed by their progenitors, and do not 
change except with a considerable lapse of time, possibly a year, if 
kept under favorable conditions. It is highly important that anae- 
robic conditions be not established in the bottles, as the bacilli will sink . 
to the bottom and will not spore when grown anaerobically. To pre- 
vent this, it is important that the culture medium be made to reabsorb 
the air which has been driven out of it during sterilization before being 
inoculated with the vaccine germs. In preserving stock cultures of 
the vaccine it is very important that they be incubated for several 
days before being taken out of the incubator. If they are removed 
before spores have formed, the more vulnerable bacilli may succumb 
to existing unfavorable conditions. To these conditions may be 
ascribed the death of cultures of anthrax vaccine, and the loss of 
virulence of former virulent cultures of anthrax bacilli, which some- 
times occur during the course of laboratory work. 
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EXPERIMENTS WITH VARIOUS SUBSTANCES TO TEST IMMUNIZING 
POWERS. 


Experiments upon the disease have been carried on uninterruptedly 
for the past three years. These had for their object the preparation 
of substances in the laboratory and in living animals which could 
be used in combating anthrax by acting as antitoxins or bactericides, 
or as vaccines. 

Realizing the great importance and economy in producing pro- 
tective and curative substances in the laboratory over the necessarily 
expensive methods when employing animals for the same purposes, 
efforts have been made along the line of producing various culture 
products to be used in combating anthrax. 

Pyocyanase, made after the method of Emmerich and Loew, gave 
some good results when tested upon rabbits, but failed upon sheep. 

Anthraxase, prepared by the writer after the same general method 
used in producing pyocyanase, was without protective or curative 
properties, although it produced high fever when injected into rabbits 
and sheep subcutaneously. 

Anthraxoin, consisting of a turbid suspension of dead anthrax 
bacilli, was apparently useless in protecting sheep against anthrax 
when used similarly to the Pasteur vaccine. 

A single vaccine, having for its object the production of immunity ! 
in two weeks and ae cutting down the necessary period by one-half, 
was made by incubating a virulent bacillus for about 18 days at 49° 
to 48° C. Such a culture will kill guinea pigs in about a week, and 
in strength it thus holds a position between the two vaccines of 
Pasteur. With it sheep were vaccinated and after 12 days withstood 
an otherwise fatal infection with virulent bacilli. In some cases, 
however, the immunity was not sufficiently strong, as was evidenced 
by the death, now and then, of a sheep when tested with virulent 
bacilli. 

The preparation and use of the various substances, together with 
the results of the experimental work, are described in the following 
pages. 

ANTHRAXIN. 


Anthraxin was made similarly to tuberculin and mallein. The 
cultures of anthrax were grown for 10 days with daily shaking in 
glycerinated, peptonized bouillon, the glycerin being used in 4 per 
cent strength. The cultures were then sterilized by boiling, filtered 
through Berkefeld filters, and then evaporated to one-tenth of the 
original volume. A sirupy liquid, much resembling tuberculin, re- 
sulted. It was tested on rabbits and sheep for immunizing proper- 
ties, as shown in Table 1, on the following page. 


EXPERIMENTS WITH ANTHRAXIN. 
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TABLE 1.—Haperiments with anthrazin. 


Injections. 
Animal. Date. Weniont Temperature. | Result and remarks. 
Anthraxin. culture 
anthrax. 
1907. Bw oe 
Happit-l.....-. TrlyetOne oso 5:22 Pie ies swpeupanes |e a ons don. hes <gaes< ax 
ous. 
; PEEL feel Oley THe el See ee ate eee L053 1): Ie, <r 
UU tiga oe ar aN pe SR Cee ene au cuit Pag Sas Oe Dea 104,10a,m... 
aren © GOs egestas ce etek cera ke ete seme ccs ote (OOS: Bp. Me. De 
Lyall Path en See RAs eS SAR ORS SUE A RO Nd Normal....... 
July 24, 11 a. m-..-| 1 e. e. subcutane- |..-.-....- N04 evel Meee 
ous. 
Danlye24 ae SOM Iie see 2 ee ek ee eee Loe cy OSS ee st & 
hithy2 2476730. Mey | kas hase caae so sos no te ea wee be HODES er RE 
WUE AO VO) aa dtle ns orleans ce ele Stoo aliss ee tes ol Normal....... 
Ulysse Ova. Ms Se Alas les 54 coke okt ee OZODTCR OM ea a. ete ke 
| PONTE re Dueck RNs eee ee Skog tis Ober Wlas a a ala wos a wie og 4 Dead from anthrax. 
‘SUG oyd AU Die Wie cel O2C..Gh SUMCUTAMEC=) ian 545 sacl ous So cain <2 Scoe = 
ous. 
ADEPT Cig a ales ol leona Nae Sear hoe te, cael | ea Ont ee Ae a rer een Sheep blowing, head 
down. 
| EAULL ee 2a Oia ao TN RC ee tare aia Aree at ell Laas ropyace |e ee gS ce tate Sheep seems well. 
NepessyoanMl a. -| oC. Cs Subemtane- We sofseos.s| ao. h joc snes 
ous. 
SeptaOe Oat wae et eee eek ie he GQ 251 CHOMP ae ee oe SF: 
SS Pula Opche ie exe) | es rents atts ere aya elle Sal ea ct ele | Dead from anthrax. 
Sheep 2.......- AUC 27 pees -| SC..e; ‘Subcutame= |! 02. 3. c<)o20sceda-ceece5- 
ous. 
Yn b heen VAL ir (015) 0 Ee 00 pene] Ee eh a ole ae RS Ale deo Siccce SERS ee een Sheep blowing, head 
down. 
ANGE PISS) GY Ao Meet a] MR sp Rl Ne Se Sa ae eee i ete Bier Seems well. 
Sepiss, odes) 0) CC -Ssubcutanent|> Sie. Sat eket ei t..cec ks 
ous. 
Sept. 10,9a.m-...-]...:. COU ys 85 Ae a eA es Da || oa A 
WEPUMes eae te Ore Pa Se ee OS25 CROCS ee eee ere Duan 
Sis ci, Oeil ee a eee ee ont omenn saul lS Se Sooo Ue en enEe eeeaeeee Dead from anthrax. 
Sheep 3........- ANIOE Zip gras. lho G2 Ch SUDCULANE='e 202 soul ees es ke cee ole 
ous. 
ATI 21, ON Mae |e eo SS Shs tee Ba elie Beto eae Seta ea teen eee Blowing; no fever. 
Hep. so, 0 as U-.u-) oe. €. SUbEUtAMe-Wrt. 3-2. ..bo- cc cco cee 
ous. 
RS UST OAR ea ane er oe i fee a TAG RRA S| I IN| Cea ea Seca Pope Diarrhea. - 
Sept. 10,9 a.m. OiCwe Sue uae =i is. es te alc Sigil Well. 
ous. 
SePielo OAc I a. toed oes ae OS 2O(CHG ike eee cee 552 
STD ie, Ue) Gh ea oe ees aE av Oe Meck ee i | ee ee Dead from anthrax. 
Sheep 4........ NI Oia eal OG Ch SUDCUTAMe= | oon, Ct el Re eee 
ous. 
NET LCG 035 ay ee ep oa Ne Te) | ei | | ME Se Blowing; no fever. 
SOpus ls Olas mt se|) O6CaiCs SioeCutane= yao. oo os Me cee eee Diarrhea for several 
ous. days. 
Sept. 10,9 a. m.-- SEGA ae ee aie a ee | ee espe nets ae 
DCPUlo Ora Mes ambiente onan oe oe (5) CHCA eee ree 
RSKENO UES UP ea eT | Se CRE tl Ue tae | Me eae eee Dead from anthrax. 
Sheep 5 and 6...| Sept. 3,9a.m.. 5S eeu subeutanes |e) ov ce Niassa cee Eee 
ous. 
SEOs O-as RAs seed Se She teehee See Ee ORS) |S eae ae Seemed well. 
Sepus0) Oa mes} Ses C8 subeutane= |= 22 se |e esse eee 
ous. 
OCs eo eae SS really eae Ona On2S CX Os eee eee ees 
OG Rs a a Ale Ste APS ase oC Daa ee ge |e a eee ene ee ae Both dead from an 


thrax. : 


From the foregoing experiments we gather that anthraxin was 
possessed of no immunizing properties whatever. 
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Pyocyanase, the next substance experimented with, was prepared 
as follows: Large flasks of medium were inoculated with Bacillus 
pyocyaneus and grown at 87° C. until a ropy condition was produced, 
which required three weeks, the flasks meanwhile being shaken daily. 
The composition of the medium was as follows: Peptone, 0.5 per 
cent; glycerin, 0.1 per cent; dipotassium phosphate, 0.1 per cent; 
magnesium sulphate, 0.01 per cent; sodium chlorid, 0.3 per cent; 
sodium bicarbonate, 0.1 per cent; in distilled water (synthetic medium 
of Emmerich and Loew). When growth had ceased in this medium 
the growths from a number of agar-agar cultures of the same organ- 
ism were added and the whole was thoroughly shaken. The culture 
medium was then neutralized with dilute hydrochloric acid. Car- 
bolic acid was then added to 0.2 per cent strength as a preservative. 
The liquid was then evaporated down to one-tenth of its original 
volume at ordinary room temperature by being placed in pie plates. 
Then the liquid was dialyzed for 24 hours in running water, filtered 
through Berkefeld filters, and 0.2 per cent carbolic acid was again 
added to replace that which was dialyzed out. The resulting liquid, 
pyocyanase, has a dark coffee color and a pungent odor. The experi- 
ments to test its immunizing and curative properties upon guinea 
pigs, rabbits, and sheep are recorded in Tables 2 and 3. 


TABLE 2.—Experiments with unfiltered pyocyanase. 


Injections. 
Animal. Date. Virulent 24- pooner Result and remarks. 
Pyocyanase. } hour culture 
anthrax. 
1907. eee 
Rabbit Ws .c2s-.|) Dee:9,:9 3a.amese.- GCC: Stipa ieee as SOM tide os 
cutaneous. 
Dees 10,9 avms eee eee oe OZiCHCNSUlb= (esas asses 
cutaneous. 
Dees NEG ams ARC CseStlloasiee Sse SS Ae ie Bee a eel 
cutaneous. 
rire Neat am EAN eMC Hi | Aas sea SAE ate a een eee tots (uA Ba Se Rabbit dead. Liver ne- 
crosed, spleen enlarged; 
anthrax bacilli at local 
lesion, but none found in 
blood or in liver and 
spleen; probably died from 
pyocyanase poisoning. 
Guinea picnics. ay Sheet eee SLCELC™ SU Dayk kee hee eR aati ea O° 
cutaneous. 
dD Yerc tare Weare Yon 0 Oe 2) ees tee ps a OLevcesub= | -...22222- 
cutaneous. 
DeewlsSs AO ae. se Cee AS Dap ase aac ee ees eee loa 
cutaneous. 
Mee 185 LO ps ss CMe SU artes ken. caer lamcucememe Died during night. No ba- 
cutaneous. cilli in blood, but few at 


local lesion; probably died 
from pyocyanase poison- 
ing. 


Guinea pig 2.2.) Dee. 16, 10a ame SCG. SUD= loa ce come so eelaeeeem ae = 
cutaneous. 
Dee. 17; dO sealer wise alee OLeve. sub= 5.25225 .% 4 
cutaneous. 
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TABLE 2.—EHeperiments with unfiltered pyocyanase—Continued. 


Injections. 
Animal. Date. Virulent 24- i Se a Result and remarks. 
Pyocyanase. | hour culture 
anthrax. 
1907. pea FH 
PamaMeiepio2.....|\ Dec. 18,9'a.m....1 Ie; ec. Sub=|i sn scceetac serss| oc... 5 20 Sick. 
cutaneous. 

Wee. Ss Grae ar sts ees ele echaieys |e eee eet he eda es Chloroformed. Nobacilliin 
blood, but a few at local 
lesion; pyocyanase poi- 

’ soning. 
Pen Ie 3... .| Dec. 19;9'a. ny. . ..['d ©. C: SUD |. oo ceeeseseek|ecs.-0..-- 
cutaneous. 

Dee. 20, 10a. m-...]..... CG (ee an ee ine Jresccceeee 

Dee. Ziad Poms. 14-C..€5 SUD= 2 Sos cewsises J = area 

cutaneous. 
1908. 

eae 20/0 Ve sEMM ra) eaves |e cot estate ciats ais OT erexsub= sis 28 «cess oh 

cutaneous. 

ATA Ghee RIN ata p ays Lenya aleve ka aia a ef Nas sizer os Sic wil eioetveiateveta cs Dead from anthrax. Bacilli 
in blood: another guinea 
pig treated similarly died 
of anthrax on third day 
after inoculation. 

Rabbit 2....... Jan. .1d3eOra. mis: Aes ee vases OD ehessub=|f-.2 220265 
cutaneous. 

Jan. 14, 9\a. an... |)6) 6. Ca stbean |=. ooh ccre cece 103 _ 

cutaneous. 

VAM Ds Ole TMs, 6 te fei OOo se Sains < cic cra wiietarn c 102 

cere G Ocenia lace teehee stein eho nord ae hauls eco sacs Found dead of anthrax. 
Bacilli in blood. 

Rabbit 3......- Vans 13; 9) at mM). <2 6:62 SUD=) |222 2225226525 3S SO ee 
cutaneous. 

an t4. Oras aes eee ss oe 0.3.¢.¢@. Sub- }...-.-.--. Edema at points of injection 

cutaneous. of pyocyanase; no fever. 

Jane J5.9'a: me .|'6) 0.6. SUD=)| j\ccceseecces ee Normal. 

cutaneous. 

Parte S Ore ia sees gern hice EE ae cme e ae stew ky RS Animal apparently well. 

TNS 205, ides DIV e ee all Sc etch va pavoren-teeateiay|ic ce ese mia tae, Mere ceed Son Animal dies from anthrax 
on eleventh day. Bacilli 
in blood. 

Habbit 4... .. 2 4. Jan. 13 9.a:m:..2. 6 é€. @. sub='| 0.2'¢. c. sub= |.........: 
cutaneous. cutaneous. 

VaneAsG as meee). se MO seecnac|snecnctereleesite- Normal. 

Jane 15, 9a: Meo ccles oe C6 Ko es ees Py a Ace anaes dOs2.2 

VANTeRL WA OFA apa eesyh Notes tas ose nls oka | k= Ba md acclteboe ei cms Dead from anthrax. An- 
other rabbit treated simi- 
larly died of anthrax on 
third day also; bacilli in 

- blood. 
mete.) Pel. a. 10a. my 2 | e..c. Sab= bc) ewe Os ele 
cutaneous. 
4) Heb.4, 10a Mm. oso sce do.......| 0.3. e. sub- 102.8 | Slight swelling at point 
cutaneous. where pyocyanase was in- 
jected. 

Reps) 10ias mo. o/s 2 26 CO 1 SS a 0 es a 

JAYS) Os fo) TES ales © MN co i aap SP ate Re 8 ed ey eee Animal dead from anthrax, 
having lived four days. 

eemtaeee. | Neb. 3) 10 arm: | he. en. Sub |. 2 wets fo 
cutaneous. 

Hebe 45) 10a eats oo) ee Gosess| OBiehersubbe |; .2 5. Considerable reaction at 

cutaneous. point of injections. 
Heb. 5) 10la. mes closes CORSE elas eR Ee eee esAmeneees 
3 Ble De cewlO ae MIM aoe eee eel ye cetera tees he Fant Rabbit dead from anthrax 
on third day. 
Sates 2a 4) Bebsis, $0.a: Iss!) 2°e. e. stlb-. ooo... <eeecesleceseasee- 
cutaneous. 

: Repn4a 0 a. m...|222.. de==2-.-5| 03 .e.¢. sub- 103 Small reaction from injec- 
. cutaneous. tions. 
ae TLE) OVRCE | Al CC) 1 06 fees te ee PGS PQA Py es LN 103 

Bebe Sate de Tahoe Gs ee, ONS Mee ee EL os kao bos Animal dead from anthrax, 


4 having lived four days. 
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TABLE 2.—Haperiments with unfiltered pyocyanase—Continued. 


Animal. 


Rabbit 8.......-. 


Rabbit 9:22.00. 


Feb. 
Feb. 


Feb. 
Feb. 
Feb. 


Feb. 
Feb. 


Injections. 
Temper- 
Date. Tarnlant Ot | neers Result and remarks. 
Pyocyanase. | hour culture 
anthrax. 
1908. 2 
Sy O ase ra) CoC; SUD=i ke sae ele eee 
cutaneous. 
4,10a.m....| 1 c@ e. sub- | 0.3c.c. sub- 103.5 | Some reaction from injec- 
cutaneous.| cutaneous. tions. Abscess formed at 
point of injection. 
Ces UO a rR URE [age Ra ae i LR aA lag te ARR | Pee Caw Phe Animal dead from anthrax. 
Oy LO ed eRUN Ey etl) Osu CSU DO apis ae a erate ese ok us eee ae 
cutaneous. 
4,10 a.m...) 2ec. c. sub- | 0:.2€.¢; Sub- |.-..-.-.-- Severe reaction at point of 
cutaneous.| cutaneous. injection. 
Oa sate eis Se eee eee 104 Abscess forms. 
Si CORI, 2) Oe oe Scien Gee a So eee ee 105 Animal dead from anthrax 


on fourth day. 


The foregoing experiments were made with unfiltered pyocyanase. 
The dead bacilli produce abscesses at points of injection and fre- 
quently disease of the liver, which contributed to death from anthrax. 


TABLE 3.—Haperiments with filtered pyocyanase. 


Animal. 


Injections. 
Tem- 
Date. Virulent 24- | perature. Result and remarks. 
Pyocyanase. | hour culture 
of anthrax. 
1909 oahe 
Jan. AAO. 4| LOI: SUD="le2haeae ee ce: 103.6 
cutaneous. 
Jane 4 PAM So ac ouy. Sebo Sale ee eine 105 
Jan. 4,3 p.m...-. 10 c. ec. sub- | 0.1 ¢. c. sub- 106 
cutaneous. cutaneous. 
Jan. 5, 9a... 5. S| seek seeeel: - 2 eae 103.6 | Animal sick. 
Janb, A pene esa | Ma seee no. soe ales ees meee 103 Off feed. 
Jan be Pome eels cleat eee ieee epee) =. =r mer meretase +7 4 Dead from pyocyanase poi- 
soning. 
JaniGrs9 ade e. os tons iG., SU [ha smcige eee 103 
: cutaneous 
DAs Osho Me ek | peewee oe Cee ee Sune 105.5 
JER OFA ses See. Ro a tees | ae ee ea 106.9 
Jano7;, 1Olantae ees] dee ees SUD" Se aemeeeneee ae 104 
cutaneous : 
Jan, 7d Oe Ms ore. eaeeterse cic |= Cece eer Own ete e ye wate Respirations jerky. 
Jan. 21,3 p.m... SIC IC) SUD ES ree eee alias seneee 
cutaneous. 
Jans225,9' a. meee | 45.9. SUD ecco seem 103.5 
cutaneous. 
JAD 2230p Movs 2iCy ©. SUlb= |i cases 102.5 
cutaneous. 
Jane 23,9 'ae eee 2| 3 16 aC SUD eee 102.5 
cutaneous. 
Jan. 23,3 p.m-..-.-; 2 ec. e. sub- | 0.1 ¢. c. sub- 103 
cutaneous. cutaneous. 
Jam. 25, Oia came ole . ah Saveseteee alleice sso =e 102 
HT NRE ht Ion 0 0 eee Meal ese, sem ey ee eed |e eS Ps 102 
5 Fe ole 4 Pia 0 en 0 ee wl lees nee cee erie INC a meat i Pa ee 2 Dead from anthrax, having 
lived 5 days. 
Jawa, LO am. soe) Qe s CSUb= ne koee ec occ cee 102 
cutaneous 5 
Jen 74 pet ke ra a ah ee a ae 107.2 | Animal does not seem sick 
even though temperature 
is high. 
Jane AS VOM |) 2 (CC meta deere ae aces 101 
cutaneous. 
Jan. 13,3 p.m....| 5 ec. ce. sub- | 0.1¢.c. sub- 101 
. cutaneous. cutaneous. 
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TABLE 3.—Heperiments with filtered pyocyanase—Continued. 


Injections. 


Date. Tem- Result and remarks. 


Animal. Virulent 24- | perature. 
Pyocyanase.| hour culture 
of anthrax. 
1909. Tide 
pueeDS:..-.---- lc oa a a MI oly | ee 102.5 
cutaneous. 
4 aneyte) 1S)! pS: | soos S55 Sas asters ee 102.5 
<< jan t5 IG asm. ..2|2 e. @. SUp= 44s eres) - 104.5 | Anthrax fever setting in. 
=e. cutaneous. 
ia cial 2 EEE ets Rae Re a 2,2) Se 2 tT Re EG ae Dead from anthrax (3 days). 
| a r 
oa Pees 2 Jane tO) a.m. -| Le. e. sub to2226 520-6. 101 
‘ti cutaneous 
te Lis Gig lg Oe a or ee ie) eee Sere e eee 102 
+4 FANH SSP. Is 2-2 Ec G..stb-, 20s .e3e5sub=te eee S 
er cutaneous.| cutaneous. 
Jan. 9; 10 a.m.-.--|>.... i See a ee 103 
a Jan. 10, 4.30 p. M..|..... Cs Cs ee CR eo Cd 103.5 
= Peat me) oer pee ee ie ccis ea ee lee Srl 105.5 | Dead two hours later of an 
a thrax (3 days). 
af 1908 
ooe|)6SCURabbit 10.....-. Maro, 0 ats O05e2CFSUD= Eo 2 Stee 103. 3 
ry cutaneous. 
Mar)6,-9'a san =<; (GO: \Gye-SUb=, |o 55) S202. 2 103 
Br cutaneous. 
ne Mara ord. Me osc ceu Teena elds Saul ge eal ern hehe 
3 MAPS 59 amis. aha ee eae ae Oe ersubs 5s 7 
a cutaneous. 
ao Mar. 9,9a.m-...- O:Seve;sub= (bas. es 102.8 | Rabbit well. 
— cutaneous. 
> Te RG), Gant = S| POR Se 2 Lea hee 6| ed ae Sa etnG ery [eee or ee 
‘ NUTS Ose ae) BAS Tray ee I ete || a a a alae eee en Found dead of anthrax (10 
F days). 
e Rabbid 10. 22... Mario Oia mu sscse th MeOsesSU DCs (ooh. os tsetse soos 
; taneous. 
- Mars6;/9:acMs we. ] 22k: GOR ee 08 Benele 258 103 
7 1B Y ee as 00 en |e GOe Ss Hse Otienersub= e232 Ss 
4 cutaneous 
9 Mara S 0 mene aN ee et ae eel ar ces oe 103 
Pe Mars 10.9) agit ase = Be osktete oof e So exo eee 101.5 
ie Mars Sasm. asthe leusub- ee oo aseee es 2 102. 6 
; cutaneous. 
4 Margot dias ni re 193) 6. seasub= |hsoccoce 5 Soe - 103. 7 
cutaneous. 
Mark 25am Iho C: Ga Siar low oo a eee 103 Animal sick. 
cutaneous. 
JO TET ee SORES 909 es | ae ae ney Rd eaeem oes 103. ~—«|. Animal much better. 
ANOLE DAA) Be | a Se eee Cement ab es crete ome Meee yao Much emaciated and swol- 
ge len along belly. 
4 JUEEECLSS C TAS, 5 2 TRS EERE STs a | cae Dead from anthrax. Post- 
; mortem examination 
showed linear abscess in 
liver; repeated larger doses 
q of pyocyanase probably 
2 caused animal to succumb 
to anthrax (lived 5 weeks); 
check rabbit died in 48 
hours after inoculation. 
mabpit 12. - =. - Mar. 5,9a.m..... LE iexexstba | - = - pane aoe 102 
cutaneous. 
Mage-6-:9)4. mi o.5.2)2 256. CORES eee AS ae 102 
4 Mp5 ,0. 4. M62. s dons. 4 0.2 c. c. sub- 103 
cutaneous. 
Mar:.85 9:4. otc 2 Opts Se nk Fe Gent 102.8 
Mar: 48), 9:asim. 53122 iC Fora sn) | Sites ae Sea 102.8 
Mare205 0 aims I anGs eS b= (eee se ee 103 
. cutaneous. 
b Mar. 24) 0am. 2] Ses Ca Stib= |e-.52 20.004. 104.3 | Animal has kept well. 
: cutaneous. 
TN) Org) erga 12 et eh ne | | ee OCS C3SUD= Iho sere eee 
* cutaneous. 
a DENTS TS NAO) Ea ANT 2 ee bee Ag ate ce oc A se ol ena Re ane Animal found dead from 


anthrax, showing immu- 
nity was only passive 
(lived 24 days). 

Baubit.i3...... Mar. 18,9a.m....| 5 c. ¢e. sub- 


34 


ANTHRAX. 


TABLE 3.—Haperiments with filtered pyocyanase—Continued. 


Injections. 


hour culture 
of anthrax. 


0.2 c. ec. sub- 
cutaneous. 


0.2 c. ec. sub- 
cutaneous. 


0.2 c. ec. sub- 
cutaneous. 


Animal. Date. 
Pyocyanase. 
1908. 
Rabbit 13 ...... Mari iS cameo eis ee i Sa eg es 
Mar. 19) Qavmi cele oe. Weasel ok, Alig NEY 
Mar. 20,9a.m-....| 5 @. ce. sub- 
cutaneous 
Mar. 
Rabbit 14.....-. Nov. 24,9a.m....| 1 ¢. ec. sub- 
cutaneous 
Now. 245,350) Me 21225 - OLSea Ae 
Dec. 4,9a.mM...../..-.- C6 Ko eee (ova celia at ys 
Deer Serre soe see ic ee krae ee le eee 
Meese esas hee 3 ¢. c. sub- 
cutaneous 
HE) 0 Pe Pers ae Sup eens eo oon car OOO a 
Rabbit 15...... Nov. 24, 11 a. m...| 2 c. ce. sub- 
cutaneous. 
Nov. 24, 3. pm...|-.--.do...... 
Dec. 
Dec. 
Decne lGes Awe sasses 3 ¢. c. sub- 
cutaneous 
Feb. 
Rabbit 16...... Nov. 24,11 a.m...] 3 ¢. c. sub- 
cutaneous. 
Now. 24,73 7p. mesa |) 2.) d02..222 
Dec. % 
ID XCLOR Cae previa a av Neuen a einai ete MMe nS ede 
Dee. 16, 9 a.m....| 3c. ¢. sub- 
cutaneous. 
Feb. 
Rabbit 17...... Nov. 24, 11 a. m...| 4 c. ec. sub- 
cutaneous. 
Nov. 24; 3p. mi... |... 2.done: 22: 


0.2 c. ec. sub- 
cutaneous. 


Tem- 
Virulent 24- | perature. 


Result and remarks. 


Rabbit found dead from an- 
thrax. Period of incuba- 
tion lengthened to 10 days 
by pyocyanase; two more 
rabbits similarly treated 
reacted the same, and 
lived 10 days and 7 days, 
respectively. 


Simultaneous injections of 
‘Case”’ and bacilli. 


Found dead from anthrax. 
Lived 21 days. 


Some swelling which disap- 
pears in 2 days. 

Animal has remained well 
up to Feb. 24, whenit was 
killed by dog (lived 69 
days). 


Animal remains well. 


Swollen from ‘‘ase”’ injec- 
tion. 


Animal has remained well 
up to Feb. 4, when it was 
killed by dog (lived 69 
days). No lesions on post- 
mortem; check rabbit died 
a 48 hours after inocula- 
tion. 


Simultaneous injection. 


Chloroformed to locate posi- 
tion and stage of develop- 
ment of bacilli. Nospores 
or bacilli found by micro- 
scope or culture in local 
lesion, liver, spleen, or 
peritoneal cavity. Check 
rabbit died in 48 hours 
after inoculation. 


From the foregoing experiments with pyocyanase it will be seen 
that when given in proper dose and simultaneously with virulent 
anthrax bacilli, the period of inoculation is greatly lengthened in 
rabbits. Sheep, however, seem to be very susceptible to poisoning by 
pyocyanase, and no immunity is conferred upon them by its use. 


} 
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ANTHRAXASE. 
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Anthraxase was made in about the same manner as pyocyanase, 
except that the Bacillus anthracis was substituted for Bacillus pyo- 
cyaneus. The tests of this substance include cultures grown in ordi- 
nary bouillon, cultures grown in Emmerich and Loew’s medium, and 
experiments with precipitated anthraxase. The details are given in 
Tables 4, 5, and 6. 


TABLE 4.—Hxperiments with anthraxase—Cultures grown in ordinary bouillon. 


Animal. 


Rabbit 18 


Rabbit .19 


Rabbit 20 


Rabbit 21 


Rabbit 22 


Temper- 
ature. 


Injections. 
Date. ee 
nthrax 
Anthraxase. alice 
1908. 
Mari 7, 9) auto a) Ont o1CsC.SUD= |" oe see eine 
cutaneous. 
Mar 18. Slam so 2) O:50:CiC:SUD—liece ss Sec es ee 
cutaneous. 
Mar. 19° 9 a.m... |: 4. Oeste site 0. 2¢. ec. sub- 
cutaneous. 
Mar 20.9 am: at: ©. SUDCUR |. 6520... 222.04 
taneous. 
Mar. 21, Qia.m. 2. |"5¢.e.SubCu= |2.---52526--26 
taneous. 
Marr 2a, Olas ims ese see KO ce ea Ee Beene tea cote ne AL ee 
ar Opie eh | Oe aves Sees a a ete cin eS | Sota oan SI 
Marit 9 annie 3-2 Pe 5 C2. Su Da Wose ke cre ane 
cutaneous. 
Mar 18) 9iasme. clea... OSE eel See eee ee 
Mar. 19,9 a.m....| 2¢.c. subcu- | 0.2 ¢. ¢. sub- 
taneous. cutaneous. 
Mar) 209 a.ntss* Sele) supe |ic22205. 5s. -- 
taneous. 
DM Le eS Pa ke 0) Fa Wael PA re ap Fe ag le mia Fe 
Marni, Damo. ele Subeuae= ss cea. faci 
taneous. 
Mara 18) Qiavanigs 2 Wes ome Oe s1] em gears SER ON 
MarinQl Ola. We sea. teceae,- veels ae 0.2 c. ec. sub- 
cutaneous. 
NEAT 20) OVA TM 3 opt teiarsen stevens all eee Seana elie 
Mor sik Qa m) 22173 C°Cusibcu=|ol4 25.20.55 
taneous. 
Mite OO Ath ee ecw cece a sores ae ear celtics Clan 8 
Mar23, 9a. | O251C.C. Sib Iho. 6 oo ace 
cutaneous. 
Mars 24) 9'a. mio 25° oe . NOE. A melee a 
Mar. 26,9a.m..-..| 5c. ¢. intra- 
venously. 
Sons DOs oe esse ses |)o Coe SHDEI= 10:2: C. eC Sup- 
taneous. cutaneous. 
Mar. 23,9a.m._...| 2.¢.c.subcu- |......----.-.- 
taneous. 
Mar. 24,9a.m....]..... (CV AN (a ee ee ee 
Mar. 26,9a.m....| 5¢. c. intra- | 0.2 c. c. sub- 
venously. cutaneous. 
aee ee GO ae ets .ci-o ClC.SUDet- 
taneous. 


Mar. 27,9 a. 
Mar. 28, 9 a. 


Mar. 30, 9 a. 


10 eal eee cn cn Sema S ooac Cameo one 


DY .-- 


AS seis evce lorie ci stai=l| vs.o emta's ep eretn [laters eterevie 


4 ¢. c. subcu- 
taneous. 


Mar. 23,9 a. m....} 4¢.c.subcu- 


Mar. 24, 9a. 
Mar. 25, 9 a. 


taneous. 


oe S| ages Gets lies eee ee ee 


A eee estas se ea Met tic oe oe) mye etry oti Riera) lw veyed 


Mar. 26,9a.m....| 5¢.¢.subcu- 
taneous. 


0.2 c. ec. sub- 
cutaneous. 


Results and remarks. 


Anthrax fever. 
Animal very sick. 


Dead from anthrax (lived 
5 days). 


Swollen lymphatics. 
Anthrax fever. 


Dead from anthrax on sec- 
ond day. 


Anthrax fever. 


Dead from anthrax on third 
day. 


Animal pregnant. 


Animal died from shock. 


Died of anthrax on fourth 
day. 


Animal excited. 


TABLE 5.—Haperiments with anthraxase. 


ANTHRAX. 


TABLE 4.—Haperiments with anthraxase, etc.—Continued. 


Injections. 
Date. ee, 
Anthrax 
Anthraxase. otal 
1908. 
Mar. 28.9a.m....| 4¢.¢. subcu- |.............- 
taneous. 
ROTO Ee Bie Tie) a nee ee Dy eee 


Mar. 23,9 a.m....| 6¢.c.subcu- |...---.-..---- 


taneous. 
Mar. 24,9a.m....|..... Ope ie ase nee serait 
SME TAs 1 ears TMS eee ee OE 5 2 I Ey ore gee 
fe 20,99 ee eh Ge Coal Gh A= tec is ee yee 
venously. 
dO. eee 3¢.c.subeu- | 0.2 ¢. c. sub- 
taneous. cutaneous. 
720, 9:2, casero! 4 e1C Swen le yes joce ene 
taneous. 
DMD eare BOO seats Ue yO eas ere eat a Re a ee 
. 25,9a.m....| 3c. ¢. intra- | 0.1 c. c. sub- 
venously. cutaneous. 
«20,9 a.m 2") SCs Cr an otaade sss a cece 
venously. 
COs. ese aes Sere SubbCtl= [en eee 
taneous. 
- 1,98. Moo... OLS CiGy sibs less e635: Soe 
cutaneous. 
B Orae Me Coase (5 yes ils el Beate Re I 
QO) Ohare mm at oul GOs eee 0.1 ¢. ¢. sub- 
cutaneous. 
10) 9 a. 1 po. ee CG a gS aces re et anne th gl 
LE Ores ml. 23/2) Cs SSuD Cla a ae Mee yas gel ae 
taneous. 
whit, Anpy me sl SiC 1G. SUDCUs alae Aue oe oe 
taneous. 


Loew’s medium, 


| Died of anthrax on third 


Injections. 
Date. ae : 
Anthrax cul- 
Anthraxase. rae 
1908. 
Sh NOs te Olde. C2 Sioa al) Sys see 
cutaneous. 
9, N10 ae IM Sols 2 a dos os- 0.2 c. e. sub- 
cutaneous. 
. 10,10a.m...|..... CEO ree ie ie BY ew 
1, 10s 29), @.e: Sulb= i ceh eee 
cutaneous. 
Uy 4p. WS Ce Sen amie. . eed ee 
cutaneous. 
1D Aspe IND aCe Ae st Oct na Sei 
13), Ap OT aE ewe ey ete eea| eisai sre ee eee 
215, 20 a me S110: 25:0) C-Sitl=|soes seas 
cutaneous. 
AG UO ame ole CORES Cr ees Reins 
V7, 0a. a ole. es CCE a eS Ae eee 
Se UO ma | one GOs es Sy Ae aes 
20, 40a denen. do.....-.| 0.2. ¢. c. sub- 
! cutaneous. 
; 26,108, 1m...) (O50. ce sub- 7... aes eee oes 
cutaneous. 
Dye? ASA Ur etn oc pentyee| exer ce es ym rete aes MB Aer cece I lee Cl 


Results and remarks. 


day. 
Animal pregnant. 


Dead from anthrax on fourth 
ay. 
Animal pregnant. 


Much depressed by the in- 
jections and aborted at 4 
p.m. (Control for this se- 
ries diesin 48 hours after in- 
oculation with the same 
culture.) 


Dead from anthrax on third 
day. 


Cultures grown in Hmmerich and 


Results and remarks. 


Much swollen. 
Dead from anthrax on fifth 


day. 


Dies of anthrax in 2 days. 
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The following experiments on rabbits and sheep were made with 
precipitated anthraxase. Absolute alcohol, 9 volumes to 1 of anthrax- 
ase solution, was employed as the precipitant. The resulting yellow, 
gummy precipitate was readily soluble in water, to which 0.2 per cent 
strength of carbolic acid was added. 


TABLE 6.—Haeperiments with precipitated anthraxase, 


Injections. 
Animal. Date. pia seer e Result and remarks. 
Anthrax : 
Anthraxase. | “Guiture. 
1908. Be LE 
Rabbit 2o-+...--1 Apr. 15,9. am... Orsere"Sub=i|ba see ee 101 
cutaneous. 
| Aspr 1659 asm... -|=- 225 See eee ss eee 101 
EAE: 179) asd seek Gs. GOs Seales cae seceee 101 
Apr lS Ola M268 |e 6 gneeene cet | dn nee, ey eee 101 
Apt 29, 0ac Ute... [52-6 SNe eth O0bEeTe sub-10 02250222. 
cutaneous. 
: , Apts26;9. asm. 5) 3-42... Oe Sete te ie eee ce 101.8 
Wipr21,0 aan ceeizh. oe dom see 1 goiter Tee 102 Check rabbit dies. 
Apr. 27,5 p.m... -.- LF (Gea SSE A oa eee gee a | 
cutaneous. 
PAAR Oa Men [ane ees cee cloe cs eoe es abt 103 
PASTE 29 Ol aeelIN es es] ee ieee te eiyes | ee Getter a aera 103 
Ue N58, Bde te Med ee See Ae, PGES ene Se! Be eres Animal seems perfectly 
; well. 
INGE 5s OAs Mee wets eet ne a OVere. Sap le 2s. 35 Given to test duration of 
cutaneous. immunity. 
IN Oye Or annie ers meapay Cee pe eee a a RIE S Found dead of anthrax. 
Rabbit 30.....-- Naya Ori ma aes eG StS Wek «22 2 We ce eS 103.3 
cutaneous. 
Maye 222 pace e tno. GD aae as Sl eee eI 102. 5 
Mays274 pia. -ses|aon-7 GOrecsees 0.1 ¢. e. sub- 103 
cutaneous. 
May 4, 10a. m..... SC. CraStD= i) ener ice ae oan. 102 
: cutaneous 
SPS SRE 5 pepe AE a Sa a Mca ee 104.5 
Mayibbt30;a4mes| 2 iC. 6. SUb=) ese). a2e 105 
cutaneous. 
MEL roe tA) ely ee bee eet ee Aneto 104 
BLN CU, oe [ie i eed ae Rees Meera itary Se Eh Se 100.3 | Dead of anthrax at 4 p.m. 
on fifth day. 
Rabbitists.2522 Mavi al Oates fc) Ieue. Sub ei ekiee oe 102.3 
cutaneous. 
May: 2: 2 spem:. 2 loo. 2 GOr ft. BAUR ae 2 Aas 101 
May 224 p.m. 26a... -< COS Ree 0.1 c. e. sub- 102 
cutaneous. 
May 4, 10'a. m--..|... SS an Sty SEA ee NR os aa he 104.8 | Anthrax fever. Check dies 
to-day. 
May 5: 10 ase =o} 26 es sib=s|so2 22 25 ks 102.5 
cutaneous. 
May os Abou s Sir irs tens eee aaa 101 
duh Feet Gyges O23 ae eS S| ade een A Ay ee eh BS Oe 102 
Miyc7e Ora antitte 262 akan 5 kes epee ae ae 102.5 
INA ASSO ean ees 2g eka s PEAE  e e  e  e[aes od Raed E Animal turned out in yard. 
Nay ola ay ated leno. oes, area | Ss oS eG er ict Animal found dead. Post- 
: mortem showed death . 
from anthrax and cocci- 
diosis (lived 12 days). 
Sheep 5.225.522 - THE 2 ase OLerGeeSMD= le vec see ome oe 
cutaneous. 
PUNE Pol eenie tee see Our. ae we etme in| cee 
Pune 29D pms eek COLORS GE | Ss Us Se eae Ree pel Be Sige ee 
June 29, 4ip. ams Sse Gores OCC. SIbb= |e see: 
cutaneous. 
) June 30; 10 a.m 5 (a8 be ees siege |e ee eee 
. une 30) ID Hees). 226 ety ra ee re 
, June 30) 2p. me. 2|2.- 2 ATs Aree |B eae fw oe aa ee Ne 
Pune S04 panes OSes 2 SE eee he eee es P9583, 
be asunby: 2.) OV els mas ees BYR TOL ee eect ees ie 105.8 
3 Sele, 10ia, me eh ee CO Be eae EE he ae 104.3 
% in] bce 7a 7 Pa ee ee GOR aoe eee ee 105.8 | Died of anthrax at 2 p. m. 
on fourth day. 
mm SHeepiGsss=2 2) dune 29,100. ms c2 20: 22 LO Ree | eee Nae ere ie os 
F BUSI Fe Ae I ON eo ee wt ees ae 
g June 29,2 p. tas sole a reer e nee Ue ce 
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TABLE 6.—Haperiments with precipitated anthraxase—Continued. 
Injections. 
Animal. Date. peer Result and remarks. 
Anthraxase Anthrax ; 
5 culture. 
1908. eb: 
Sheep 6 ...----.- Jtine 29,.4:p.m-2) | bes C.Sub-\| Oe eNstiDen nue 
cutaneous. cutaneous. 
June 39,10 a.m-.--|..--. GO ja ASN ee oe SE A ae 
June SOL 2 messes |pe ee ons: CARS oss eee Fs ep es 
Juners0; 2ipeimMesee |... TOKO te years lf Cane anteaters va [SP ame eH 
June 30, 4p. m...:|...-- GOs eet |S Reser hig oe OEE 
divlhy 7s Gi Gare ecslbooac GOs sve e | Ay ee eens 102.2 | Check guinea pig dies in 2 
days. 
Jubys2) Oana ssc e GOrcee ah ere ee 102 i 
Julye2 et mee ee dol S| eee eee 102 
Uw Sion bea osele seas GOES cea eee ae 102.8 
July<2) (PMs. aa. s GOS ec ea i Bsacer eee 103 
uly 45 COA. we loa hie GOON Ee Ooi se at Wek Gre Renciad Animal dead of anthrax on 
sixth day. 
Sheep 7.....-..- July 28,10 a.m -...|__..- CO ses eel crete eee ee ane 
Viuilye 285) 2a eee le ee COE See | ae ete esberay Seated totes baba 
liy2285 2epcenle ela ae <0 Koy Base ane [eres DareMennrs ce Sule utenti sa ic Ae 4 
Jetlye 285A: ans ees| ease GO 22 sas 0.1 che: stke ls ccc- 52 
cutaneous. 
July 29,10a.m...]..... OL aeR Me ae) ne Pectile in ae aes 102.3 
Sulya29; 1D ans ae |e ee Ot eee ee clea ea 102 
Jali 297 2- pet re ets |e CSCO VERN res Nabe ha prayed Oe 102.3 
July 29,4p.m....]....- COUT Pye | TE etn ea 102.6 
July 30,10 a.m-.._.]._._. (6 (oye ererriet | L Ea # ae kas ee) 106 
Dilys Seed 2 nse all oles 6 peepee | AR pe 106 
July 3052 p.m selene GOs tee Nyasa Seale 106 
July 30,4p.m....]..... GOS nS nae males 106.2 
540 by gto.) bl (0 9es en c0 eapeel Me ceed as Cee ve SE Nae neg A UI I Found dead of anthrax on 
fourth day after inocula- 
tion of test dose. 
ANTHRAXOIN. 


Anthraxoin was prepared and experimented with as follows: It 
consists essentially of.a suspension, in carbolized normal salt solution, 
of dead, sporeless, anthrax bacilli. It was produced by inoculating, 
from a fresh anthrax carcass, bottles that had been filled completely 
with nutrient bouillon and plugged with hardest paraffin stoppers. 
In this way none but sporeless bacilli were introduced, and under the 
existing anaerobic conditions no spores could form. After all growth 
had ceased, at 35° C., these cultures were completely immersed in a 
water bath maintained at 55° C. for one hour, which was sufficient 
to devitalize the bacilli but not to destroy any antibodies they might 
contain. The dead bacilli were separated by filtration from the 
liquid in which they had grown, and those adhering to the Berkefeld 
filter were washed off in the requisite amount of carbolized normal 
salt solution. The suspension experimented with consisted of the 
bacilli that grew in 2,500 c. c. of bouillon, suspended in 50 c. c. of 
carbolized normal sodium chlorid solution. The details are given in 


Table 7. 


EXPERIMENTS WITH ANTHRAXOIN. 39 


a 
TABLE 7.—Hazperiments with anthrazxoin. 
Injections. 
Animal. Date. (on , Tee Result and remarks. 
. nthrax cul- ‘ 
Anthraxoin. Pao 
1908. a 
Sheep 8........- Peis, Ae HS eG. Sete Yow oe 22 eta 
taneous. 
Mam Sad0 A, 1. 2) -] 2? C. SU DOWRY i c8 42 sen a eals oo sa 
taneous. 
ro ee LE Le i Cs Rees fea a OL 25;e5C5SWD- ks 6222 55-5 
cutaneous. 
le Rep aaa LUNA T ee Sl es een Sere eat oe | is SEA eo Te eee Sheep dies of anthrax in 2 
days. 
milieep 9...-..... BDL 24, AUS. WU -| 2 Cxe SUES | oo aoa sae ose cs 
taneous. 
My SLO ae el ee ete 0.25 ec. sub=} 2526262252 
cutaneous. 
Loe Wahl Ue TCS A TERE ee ane | yay Oo 102.2 
LE gS Be CoG ea eee a oe an ee ries (SR eae 103 
IMeay OM TO eae: |e eee eS es oe oe eh 101.5 
May MO camiens clo tos. sees § \eeecaa jac sae os 101.5 | Remains well. 
Sheep 10........ OG hi seye dt | ee 7 Re TC Ca) 2] ee a 
cutaneous. 
Maryse: MOactitie 32) Weressimpeus |: aoe. eo5 cee |e aoe oe 2a 
taneous. 
May 20 10a ame. fcc s ee cies 3 et OL2S CEILS D= | 5 ise ee Sheep dies of anthrax in 3 
cutaneous. days. 
Sheep 11........ Mery it aAQial mse!) UNG. C: SUDCHRI oe ae ee ae ek 
taneous. 
May JA (asm 2he ce 2is\-pae O25ie1C) Silb= e252 o28- 8 Sheep dies of anthrax in 2 
cutaneous. days. 
Sheep 12........ ey Ad ime. DGG. SUEUR |.) oe oso ee oi o's wh i 
taneous. 
May 20 1Ojatins cle 5 ot. ee ke 4 OW exes su - 2 La S. Sheep dies of anthrax in 3 
cutaneous. days. 
Sheep 13........ Mayabt tO mae os WC .esSMbeia | ao se can ese cites eek 
taneous. 
Mayas OAL me 2221 OCC. SUDEH= |i aye es fce| sae eck<cak 
taneous. 
Funes. Oa. mas ea ees es 0:251esesub=.|2 2252 eh 
cutaneous. 
Sere HO A Ofeees tations ols ee eee eal telus aR aie xy See a2 Sheep dead from anthrax in 
2 days. 
Sheep 14... ....- Weave a Te 1 PCC. SUEUR Ie 8 cna ciel mie tad 
taneous. 
May i250 as alee B1C4C. SUIDCMA)| (06 eee ee cicie t ey 
taneous. 
eS, Ola aes Ae ee et O25 Cke, SUD=iE oh ake 
cutaneous. 
EES SCC IPs 11) Cee Meal 1 YS a A LAE Rot Sheep dead from anthrax in 
4 days. 
Sheep 15........ Ape:26,. Sia. me suri Oves en stb= |: Resse sess. 103 
cutaneous. 
Apr. 26; 12 ae). 222]! 2 26 Oe cia eee eee ee 104 
Apr 20), 2 pM oe at a. rc CO eee Ae ID ee eee 2a 104 
‘ADEs 20, 4 ps Me 2. + |e donee 0.25 c. e. sub- 104 
cutaneous. 
A prv2(,¢oja-adith= so) T PCC. SUDaalE Wien). 2s ae At 103 
cutaneous. 
ADE 2 Mone eee. welg doe SoCs Aer eee oe 103 
ADT. 2h, 26. Wie mole CS TERN Ee sl ee RS eS 103.5 
Apres Aisi ipe tie eo eee GOSe Hore (Eta eo eS ee 103.5 
Diss. OA ler LO Cres SU O=n| 2 oman. ec 104 
cutaneous 
3 ALPE. 28.2 Ps Wl s2 cece OO E Ec aneee ae 103.5 
Apr. 285 4-ps mv. u)e2 225 (CUS SR Sa 22) eee eee 104 
} fe Tested Mah | UE NT ct Ng geen ae le | Ca Ne [OR aa Sheep dead from anthrax in 
: 3 days. 
Rabbit 32...... Marr iG tattle 2) 0.5 be Sila ihe 5008 os. ese see: 
cutaneous. 
LS SUSE Ue |e oe ie 2 AS ee 104.1 
Bue ineeatg be TNT Cl iis Wied eae leal at SUR ea bears Ayre a 105. 4 
fi Bev epi Ta Ne ee 0.2 c. c. sub- 101.8 
cutaneous. 
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TABLE 7.—Haperiments with anthraxoin—Continued. 


Injections. 
Animal. Date. toa ee Result and remarks. 
- nthrax cul- ; 
Anthraxoin. face 
1908. wh 
RabbitG2.2 224 Mars LO AO a army | ee oo ee Sales eee 105.8 
Mian lls (Gear sent --2 Dalle tas. Me svt eoalai cha atete ee aoa eel la ee eee Dead from anthrax in 2 
days. 
Guinea pig...) Mar 8 10 amo .27) O:5:ere: stibai. 2222 aoa eee ee 
cutaneous. 
ManOP tO ns iiss Es ee ee 0:26: CSOD |e esa 
cutaneous. 
(Mar oiitty 0 hearer ey 2 oC oe ena ue Rael eames a Dead from anthrax in 2 
days. 
Rabbit 33...... Mar.16, 9a) mis. 2) Oserc. sab=|) 25559 2e: 101 
cutaneous. | — 
Mier 1G; Aedes 3 5 Sali 6 Reet ee | eta a oer ae 102. 2 
Man cllG, 02 nm so Sie ee Leo eee he Se ree 102.5 
Mar 1G, 4: SO ipsa s |i oye Seto | botnet Gl ee 104.3 
Mar 7E19 Seve Sane ON At Be iy a MR a ate Sa 101.5 
Mar: 26; 9va.me 224) ON": CuiStiba)) oso ses otras 102 
cutaneous. 
Mar 26.40 e Wis aie ches ie aie | Bee earn ei eer 103.5 
ADR. 5) Oi eet sacral pte or peer O.Oerersub-"|= aoe .e> <3 
cutaneous. 
Apr. (8/9 a, ii cla See Mee emai rat ee Animal dead from anthrax 
in 2 days. ; 
Rabbit 34..,.2..|) Mar, 16, 9 acme 222): O2.ene: Sulb—=itoee oe oe eee 102 
cutaneous 
MarslGs 01 a fl 2/2 eee ers ens at goles 103.6 
MaretGy U2 icc o54| (coe eterna era [ine Uo 8 yeroere a 104.5 
Mars 16, 130 p: ami ce teehee a Wenesaa: anemem 105.3 
Mars 7,(9 ai i jai. soe eronlstatard eee Seem one meee 102 Rabbit stupid. 
Mar..26, 9a: mi. -| 02: 6) sulb-|c.o 3.2 soe: o.- 102.5 
cutaneous. 
Marsi265°2 9p. aN sal sce ees tee eros epee 105 
ATO ;19 aa lilles Wt oleae mere O:0Lei¢sub=}-25-2-2-4- 
cutaneous. 
Dist 1) eae crpts 2 a [eet a ete aE Reem Sew | AAW = SC a SR Rabbit dead from anthrax 
in 2 days. 
Rabbit 35..:....| Mar. 16, 9a. me... .|Q3'eressub= (oo 102 
cutaneous. 
Mars iGiiitia) sia tc| pened err | Gees eerie a 103. 2 
DOI et GF a OA Rees [manos ah ee al en nU pee aa 103.5 | Skin swollen at injection. 
Mars 16,0) pei Oe | eee eee ee ake ae a ee 104 
Mar siG 45). Imes etise hoe ee eli ens semen 105 Much swollen from injection. 
Mar Ai SOs OTe | lee est os wei tS 202: eRe 102.5 | Swelling practically gone. 
Mar 26; 9a.) m4 2:4) 0:3 cues sulb=. |i tee secs aoe 102 
cutaneous. 
Mar 26, (4 panes | eee Oe eee ane 104.5 
Apr56, Qian mace sale. Spee Ne OL01 ere lSab=e cee 52- ae 
cutaneous. 


BN 0) gH SBA! is Toya 0 Seer | pe Mg te | Meo np eI | rs eae Ue Dead fromanthraxin2days. — 


A COMMERCIAL VACCINE IN PILL FORM. 


A commercial vaccine which, according to the makers, consists of 
dead anthrax organisms in pill form was also tested. These small 
pills are placed under the skin by means of a trocar and are claimed 
by the makers to produce immunity to anthrax. Microscopic exami- 
nation, as well as cultural and animal experiments, show that the 
claims of the makers, in so far as the vaccine being dead and harm- 
less is concerned, are true. One can easily see with the microscope 
that these little pills consist of dead anthrax bacilli and their spores 
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held together in pill form by a proper excipient. The writer was 
unable, however, to verify the claim that they produce any im- 
munity, as is shown in Table 2. A rabbit succumbed in six days, but 
as it is very rarely that a rabbit can be immunized by a vaccine, a 
sheep, which animal is easily protected, was also employed, with 
negative results. 


TABLE 8.—Heperiments with commercial vaccine in pill form. 


| 
Injections. | 
= | 
Animal. Date. peg Result and remarks. 
Vaccine. Anthrax 
culture. | 
1908. | eRe 
Rabbit 36...... Apres 7; 91a: Mis5: 22 aay Ovi [F211 cet (ee em ae 9 eam te DEE ne ae ge 
. cutaneous. 
Apr. 8,9a.m...-.. Sy Ul Heli ios ke a A 
solved), 
subcuta- | 
neous. 
APE. 9540p. Mee = s.-|2 002 GOES ae tela acecliedaccas|deaaeosers 
SOCUA UC SS Sa a Peete een ie 0:0lele. sub-|-.2.--25.- 
cutaneous. 
Apri ae ate A a, St bs. sd oa 
cutaneous 
Agee LUE Cy rar eae (eerie e <4 eee meen] re ee mmm Reee tae 104 
Sei yP4 ANTM Ms ee IRE aie [ton cine oo clte 104.3 
PAU Tel AG) nd ee | eect ah orale eite Se oi tre Says S Sma eeee Dead from anthrax in 6 
days. 
Sheep 16........- Oct 17, 9 acme. Te pill wathsiess2c2 22 Be ee 
trocar. 
INOVii2n OF armani leceme as noel 0:1 Gc. Sub=*|:--:-.---- 
cutaneous 
INO Wie OMe cee arises en ee eee ee men el esol ses Sheep dead from anthrax 
in 48 hours. 


PREPARATION OF AN EFFECTIVE SINGLE VACCINE. 


The single vaccine, like Pasteur vaccine, consists of cultures of 
attenuated: anthrax bacilli, the only difference being in the degree 
of attenuation and that, as its name implies, it is applied only once, 
thus requiring a shorter time and only one handling of the animals. 

To prepare such a vaccine or attenuated culture, the virulence of 
an already virulent culture of anthrax was exalted by passage 
through very young animals. A strain can in this way be pro- 
duced which will kill a sucking rabbit in 24 hours. From the heart’s 
blood of such a carcass tubes of bouillon are inoculated immediately 
after death. These cultures are then incubated at 42° to 48° C. 
for varying periods of time—from 12 to 18 days. On the twelfth 
day a subculture is made from one of the tubes and cultivated at 
35° C. On the thirteenth and succeeding days subcultures are made 
from the remaining tubes until the series has been completed. These 
six subcultures of attenuated bacilli are now tested on guinea pigs 
and rabbits, and on sheep if possible. 
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More dependence is to be placed upon the animal test than upon 
the number of days the attenuation process is carried on. A cul- 
ture of proper strength is generally obtained from tubes that have 
been attenuated for about 16 days. The proper culture will be one 
which will not kill rabbits, but which will kill a majority of guinea 
pigs in a delayed period, say 5 or 6 days. Such an animal should 
show no swelling at the point of inoculation, and the bacilli should 
be found only sparingly in the internal organs. When shaken in 
cultures such a vaccine shows a homogeneous clouding of the medium; 
no flocculi persisting, as occurs in virulent cultures. 

As rabbits and guinea pigs can not be made immune to anthrax 
by vaccination of this kind, these animals are only useful in testing 
the pathogenesis of the ee For testing the immunizing prop- 
erty, sheep, which are easily immunized, were employed. Quite a 
number of sheep were used in the experiment to produce a safe, 
efficient single vaccine, and as regards the failures along this line, 
it is only necessary to say that they were entirely due to improper 
attenuation of the cultures. When the proper attenuation was reached 
there was no difficulty in immunizing animals by a single vaccina- 
tion. This was effective against a subsequent, otherwise OMe dose 
of virulent anthrax Baciliay as the following experiments will show. 


TESTS OF THE SINGLE VACCINE. 
EXPERIMENT No. 1. 


On April 15, 1909, a visibly pregnant cow was given subcuta- 
neously 1 c. c. of single vaccine. She showed no ill effects whatever 
from the injection. On May 1 the animal was inoculated with 0.2 
ec. c. of virulent anthrax bacilli from a 24-hour culture which killed 
a check rabbit and a check cow in 48 hours. On May 19 the cow 
dropped a fully developed calf which when found was dead, lying 
with its head bent under the shoulder. Supposing that the calf had 
been asphyxiated, it and the membranes were buried. However, a 
platinum loop full of the discharge was plated and a pure culture 
of 60,000 anthrax bacilli was obtained. A guinea pig inoculated 
with a culture made from one of these colonies died of anthrax in 
48 hours. The cow remained well, and subsequent daily cultivations 
from vaginal discharges showed no anthrax bacilli. 

This experiment was extremely valuable, not only as showing that 
the cow had been immunized by a single vaccination, but also for 
showing not only that anthrax can be communicated not only to the 
fetus, but that it can be thus communicated by an immune mother. 
It also showed that anthrax bacilli may persist for at least 18 days 
in the body of an immune animal. When the cow was destroyed for 
various reasons on May 25 she was in perfect health, and cultures 
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and inoculations made with her blood showed no anthrax bacilli 
present. It is to be regretted that this animal could not have been 
kept for further observations and experiments. 


. HXPERIMENT No. 2. 


On September 14, 1909, two sheep were vaccinated with single 
vaccine, each receiving 1 c. c., and showed no sickness therefrom. On 
September 28 each sheep was inoculated subcutaneously with 0.2 c. c. 
of a culture of anthrax bacilli whose virulence had been proven on a 
rabbit in the same experiment. The sheep at no time showed any 
sickness. On November 2 both sheep were again tested with virulent 
bacilli and showed no sickness. 


EXXPERIMENT No, 3. 


On November 12, 1909, three sheep were vaccinated with 1 ¢. c. of 
single vaccine and showed no sickness therefrom. On November 27 
one of the animals was tested with 0.2 c. c. of virulent bacilli, and 
on December 1 the other two were similarly tested. They at no 
time showed any sickness. These three sheep, together with the two 
used in experiment No. 2, were used later in experiments to produce 
an antibacterial serum. 


A SERUM FOR PRODUCING IMMEDIATE IMMUNITY. 


Although the favorable results from vaccination by the Pasteur 
system have been known for a long time, and owing to the cheapness 
of the vaccine it would seem that there is nothing more to be desired, 
the length of time required to produce immunity is one drawback in 
its use when one is endeavoring to check an existing outbreak of the 
disease. When vaccination is practiced a month in advance of the 
animals being turned out to pasture in the spring, the system of 
Pasteur vaccination is the proper one to use. In existing outbreaks, 
however, it is evident that any system that requires a month to be- 
come protective leaves much to be desired, as many animals could be- 
come infected and die before protection could be afforded them. 

With the end in view of devising a method whereby an immediate 
immunity could be established in existing outbreaks or where an im- 
munity could be brought about in a much shorter time than has been 
possible under the old system of vaccination, the writer has devoted 
a large portion of his time for the past three years. As it had been 
conclusively demonstrated that animals can be immunized by a single 
vaccine, thus cutting down one-half the period necessary for immuni- 
zation by the old system of Pasteur, it was decided to experiment 
upon the production of an antianthrax serum by endeavoring to 
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hyperimmunize sheep after the manner of the production of anti- 
hog-cholera serum, with the exception that whereas in the latter work 
virulent blood was used, this was precluded in our experiments owing 
to the dangers attending the handling of large quantities of virulent 
anthrax blood. Instead, the blood used was that drawn from an 
animal immune to anthrax, and not from one sick with anthrax. 

Briefly stated, the writer has produced an antibacterial serum by 
highly immunizing sheep through repeated inoculations, first of at- 
tenuated anthrax bacilli, and following these by inoculations of the 
most virulent races of the bacilli in increasing doses until the animal 
would withstand with impunity fifty thousand times the minimal 
lethal dose. Such a serum will protect a sheep against an otherwise 
mortal: dose of bacilli and produce an immediate immunity. It is, 
therefore, a very valuable adjunct in working against the spread of 
the disease in existing outbreaks where the usual vaccination is be- 
ing practiced. The serum will confer a passive immunity immedi- 
ately, and thus protect the animal against fatal infection until the 
vaccine confers an active immunity. And should an animal which 
has been protected by the serum become infected with a virulent 
anthrax bacillus, the results of this infection will be the production 
of a much stronger immunity than the vaccine and serum would 
otherwise confer. 

It is evident that if a single vaccine, or even a double vaccine, can 
be used in conjunction with an antibacterial serum to produce im- 
mediate passive immunity which will persist until the vaccine has 
had time to bring about active immunity a long step will have been 
made in controlling this formidable disease. The experiments with 
this end in view were carried out upon sheep as follows: 


EXPERIMENTS WITH THE SERUM. 


EXPERIMENT No. 1. 


On December 15, 1909, a sheep immunized with single vaccine and 
a subsequent inoculation with virulent bacilli (see Experiments Nos. 
2 and 8 with single vaccine) was bled from the carotid artery—the 
femoral artery being small and deep-seated—by means of a glass 
cannula and rubber tubing. When the blood had clotted, 500 c. c. of 
serum were decanted and injected into the inguinal regions of another 
sheep which had been similarly immunized. Microscopic examina- 
tions and inoculations into guinea pigs of this blood showed it to be 
free of anthrax bacilli. The injected sheep was lame in both hind 
legs the next day, but this lameness disappeared when the complete 
absorption of the injected blood had taken place, and no abscess 
formed. On January 12 this sheep was bled from the carotid artery, 
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and when the serum was collected it was preserved by adding to it 
one part of a 5 per cent solution of carbolic acid to each nine parts 
of serum. In making this addition of carbolic acid some coagulation 
will occur if the preservative and serum be not poured simultaneously 
into another vessel and stirred by a helper. , 

The above serum was without protective properties. All animals 
upon which it was used died of anthrax, as follows: 

On January 13, 1910, 12 guinea pigs received increasing doses of 
serum from 0.1 up to 3 c. c. and simultaneously 0.1 ¢. c. of virulent 
anthrax culture. All of these animals died of anthrax in 48 hours. 

On January 17, 1910, the amounts of serum were increased to 4 ¢. «., 
5ec,6¢e¢,7¢6¢,8¢¢,9¢.¢., and 10c.c., with a simultaneous dose 
of 0.1 c. c. of virulent culture. The 7 animals thus tested also died in 
48 hours. 

On February 5, 1910, a sheep received subcutaneously 24 c. c. of 
the serum and 0.2 c. c. of virulent culture. A control rabbit died in 
48 hours and the sheep died of anthrax in three days. 

On February 9, 10, and 11 another sheep received daily 12 c. c. of 
the serum and on the 12th a test dose of virulent bacilli. This sheep 
lived four days and then died of anthrax. 

These experiments demonstrated that the modified hog-cholera 
method of serum production could not be applied to anthrax, and 
it was then decided to try and bring about hyperimmunization by 
increasing doses of virulent bacilli repeated over a long period. The 
two sheep used in experiment No. 2 with single vaccine were em- 
ployed for this purpose as follows: 


EXPERIMENT No. 2. 


On September 14, 1909, two sheep were vaccinated with 1 c. c. of 
single vaccine. On September 28 they were given a test dose of 0.2 
ce. c. of virulent bacilli, and remained well, while a check rabbit died 
in 48 hours. On November 2 each sheep again received 0.2 c. c. of 
virulent bacilli. On March 4, 1910, each sheep received 0.3 c¢. c. of 
virulent bacilli. On March 18 they received 1 c. c. of virulent bacilli, 
and on April 2 each sheep received 5 c. c. of virulent bacilli. A 
period of about seven months was thus consumed. 

On April 14, 1910, these sheep were bled from the carotid artery, 
producing 1,900 c. c. of serum, to which was added one part of a 5 
per cent solution of carbolic acid to each nine parts of serum as a 
preservative. Prior to the addition of the preservative tests for the 
presence of anthrax bacilli were made upon guinea pigs and by plate 
cultures. None were found. 

This serum was used upon sheep in connection with virulent an- 
thrax bacilli as shown in Table 9. 
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- Taste 9.—Haperiments with antianthrax serum. 
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Animal. Date. 
1910. 

Sheep eases Apr. 29 
May 16 

Rabbit (control)|.-. 
Sheep 18......- May 21 
une 20 
July 6 
Rabbit(control)| May 21 
SheeprlQezesee May 24 
June 20 
July 6 
Rabbit(control)| May 24 
Sheep 20. ..-2-- May 27 
June 20 
July 6 
Sheep 21. <2: May 27 
June 20 
July 6 
Rabbit (control)| June 20 
Sheep 22......- June 1 
June 18 
July 6 
Sheep 23....... June 1 
June 18 
July 6 
Sheep 24....... June 1 
June 18 
July 6 
Sheep 25 (con- | June 18 

trol). 

Rabbit (control)| July 6 


Injections. 


Immune serum. 


SNS OOS Soi Soe oc 
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5 ¢.c. subeutaneous. 
10 ¢. ec. subeutaneous. 


5¢e.c. subcutaneous. - 
10¢. ec. subcutaneous. 


5 c.c. subcutaneous. . 
10¢. c. subcutaneous. 


Virulent culture. 


. subcutaneous... 
. subcutaneous... 
. subcutaneous. -- 


. &. subcutaneous. - - 
. subcutaneous... 
. subcutaneous. - . 
. virulent cuiture . 


. subcutaneous. - - 
- subcutaneous... 
. Subcutaneous... 
. virulent culture. 


. Single vaccine. - - 


.c. virulent culture. 


BCC 


es ee 


. virulent culture. 


. single vaccine. - - 
- virulent culture. 
. virulent culture. 
. virulent culture. 


. Single vaccine. . - 
. virulent culture. 
. virulent culture. 


. Single vaccine. . . 
. virulent culture. 
. virulent culture. 
. Single vaccine. . . 
. virulent culture. 
- virulent culture. 


virulent culture. 


virulent culture. 


Results and remarks. 


Sheep remains well. 
Rabbit dies in 48 hours. 


Not sick. 

No bad result. 
Remained well. 
Died in 48 hours. 
Remained well. 


Died in 48 hours. 


Remained well. 


Do. 
Dead in 48 hours. 


Remained well. 


Do. 


Died of anthrax in 48 hours 
(control for sheep 22, 23, 
and 24, for inoculations 
June 18). 


Died of anthrax in 48 hours 
(control for sheep 22, 23, 
and 24, for inoculations on 
July 6. 


No doubt the period of time occupied in hyperimmunizing the 
sheep which produced this highly protective serum can be very much 
lessened—probably one-half. It will be noted that the time covered 


was about seven months. 


This was not intentional, but as the sheep 


had already been immunized for another object, and not used, it was 
decided to carry out the idea of greatly increasing their immunity 
by the method followed. It will be seen by referring to the table 
that an idle period of about three months elapsed between November, 
1909, and February, 1910, which might just as well have been em- 


ployed for the purpose. 


It is also possible that by giving larger 


doses of virulent bacilli the immunizing property of the serum may 
be considerably increased. 

That the degree of immunity can be established by the number of 
inoculations and the quantity of virulent culture used was clearly 
shown in sheep Nos. 18, 19, 20, 21, 22, 28, and 24. They had received 
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three injections of serum and three inoculations with bacilli, in very 
small doses, and while they themselves were immune (see Table 9) 
their blood, when tested after slaughter on July 18, did not protect 
other sheep. 

It is also highly probable that sheep will produce a more effective 
antianthrax serum for their own species, and cattle for cattle, horses 
for horses, etc.; that is, the sera should be homologous. However, no 
effort was made to test this principle, as the great expense attending 
sueh experiments precluded their being carried out. 


CONCLUSION. 


The writer does not advise the abandonment of the old Pasteur 
system of vaccination against anthrax when it is practiced upon ani- 
mals before they are turned out on the pastures in the spring of the 
year. When animals are dying, however, vaccination alone requires 
too long a period to protect, and it is in these outbreaks that the anti- 
anthrax serum should be used in conjunction with vaccine. The ex- 
periments have shown that a single vaccine may be used with good 
results. Where it is desired, however, the serum may be used simul- 
taneously with the double vaccine or with a single vaccine. 
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